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FIELD OF THE INVENTION 

The present invention is in the field of protein analysis and more particularly 
methods of destabilizing proteins and using the destabilized proteins for novel cell 
based assays. 

5 

BACKGROUND OF THE INVENTION 

While genomic programs provide ever more sophisticated information on the 
sequence and patterns of expression of mammalian genes, it is increasingly 

10 recognized that integrating this information into a functional model of how a cell 
works requires an understanding of how the protein products of expressed genes 
interact within the cell. Although we have made significant improvements in our 
abihty to clone, sequence and analyze DNA sequences, our reciprocal abilities for 
studying RNA and protein molecules are significantly less facile or advanced. 

15 Furthermore, proteins themselves represent significantly more complex molecules in 
terms of composition, shape and activity compared to double stranded DNA. A 
central challenge facing workers in the field today is to understand out how a 
protein's activity and function within a cell are regulated and coordinated within the 
native physiological context. 

20 Traditionally, genetic analysis has been used for determining the function of 

gene products and how they interact with other proteins within a common pathway. 
Unfortunately genetic analysis in vertebrate organisms is extremely time consuming 
and expensive. An alternative approach is to devise an assay system for a given 
protein and then screen for compounds that activate or inhibit its function. These 

25 compounds can be used to dissect the cellular pathways the protein functions in, as 
well as serving as potential compounds of therapeutic value. 

Although there is tremendous interest in understanding the regulation and 
interactions of proteins within cells there are relatively few methods that are robust, 
simple to use, amenable to high throughput screening or can be used effectively 

30 within living cells. Furthermore in many cases where specific assays do exist these 
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are restricted in scope to individual enzymatic steps or to one or two defined 
pathways. 

A need thus exists for sensitive methods of interfacing the functional 
modifications of proteins with optical signals that can be used detect and monitor 

5 these changes, for example for use in high throughput screening. In drug screening 
applications these assays can be applied to find useful compounds that are specific 
and selective for a particular protein or signal transduction or metabolic pathway. 

Proteins may undergo a huge variety of post-translational modifications 
subsequent to their synthesis in the cell. In many cases these modifications can play 

10 critical roles in the functioning and stability of the modified proteins. For example, 
proteolysis, phosphorylation, covalent attachment of a lipid or lipid derivative, 
disulfide bond formation, glycosylation and oxidation all can have important 
functional effects. Many other examples also exist and may play important functional 
roles within a cell for defined proteins. 

15 One approach to developing a generic assay capable of detecting these myriad 

post-translational modifications is to operatively couple these activities through a 
central pathway of protein modification that can be sensitively measured with a 
common reporter system. In the present invention, the inventors have recognized that 
by coupling post-translational activities to the stability of a high sensitivity reporter 

20 moiety it is possible to develop uniform cell based assays for a range of activities. 
Importantly these measurements are robust enough for high throughput screening 
applications, readily adaptable to a range of activities and provide cellular assays that 
provide information within a living cell. 

In the present invention, post-translational activities can be measured by 

25 providing one or more constructs in which the activity to be measured influences the 
stability of a reporter moiety. In one embodiment, this may be achieved by providing 
a reporter moiety that is operatively coupled to a multimerized destabilization domain 
via a linking moiety. The linking moiety comprises a recognition motif for the target 
activity such that modification of the linker by the activity results in altered stability 

30 of the reporter moiety. If the reporter moiety is an enzymatic reporter gene the method 

provides a high sensitivity readout that is generally applicable to a range of activities 
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which are otherwise difficult to measure within hving cells. The multimerized 
destabilization domain described herein provides a key advantage in the method 
because it enables the degree of destabilization to be predictably tuned to any activity 
level or intrinsic stability of the target protein or reporter moiety. 
5 The regulation of protein stability is an area of particular interest because of its 

increased recognition as a key regulator of a protein's concentration and function in 
the cell. Although our knowledge of the factors that control protein stability have 
grown dramatically in recent years, it is clear that a variety of cellular pathways and 
environmental cues participate in and control a protein's fate. For example, mis- 

10 folding, proteolysis, oxidation and some conformational changes that expose 
significant surface hydrophobicity readily contribute to the recognition of a protein by 
the cellular machinery for protein degradation. The majority of cytoplasmic protein 
degradation involves the ubiquitination of the target protein followed by binding and 
degradation by the proteasome. (For review see Hershko and Ciechanover (1998) 

15 Annu. Rev. Biochem. 67 425-79) 

A key step in protein ubiquitination, and degradation, is recognition of the 
target protein by ubiquitin protein ligase or E3 enzyme. This class of enzymes is 
responsible for the covalent attachment of ubiquitin to the target protein via an amide 
isopeptide linkage to an 8-amino group of one of the substrate protein's lysine 

20 residues. There are currently believed to be multiple families of E3 enzymes, 
additionally there is increasing evidence that some E3 proteins exist as multi-subunit 
protein complexes (Laney and Hochstrasser (1999) Cell 97 427-430). E3 proteins and 
their associated complexes are believed to be largely responsible for recognizing and 
ubiquitinating damaged proteins as well as specific destabilization domains present in 

25 target proteins. Once recognized, a protein target that has been modified by the 
addition of a single ubiquitin domain, becomes a substrate for further ubiquitination, 
either at different sites in the substrate protein, or through extension of the conjugated 
ubiquitin. This process can thus lead to a poly-ubiquitinated protein with numerous 
branched ubiquitin domains attached. Once poly-ubiquitinated, the protein is 

30 recognized with high affinity by the proteasome where it is degraded. 
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The addition of specific destabilization domains to a target protein has in some 
cases been demonstrated to destabiUze that target protein. A key challenge in this area 
has been to provide a predictable way of creating graded levels of destabilization for a 
given protein that that can be utilized in manipulating the steady state levels or 
5 dynamic temporal regulation of that protein. The present inventors have discovered 
for the first time that by providing stable multimerized linear chains of individual 
destabilization domains, such as ubiquitin, it is possible to create a generic method of 
protein destabilization that is widely applicable to virtually any protein. Importantly, 
this approach has the advantage that the degree of destabilization can be accurately 

10 controlled by varying the number of destabilization domains added to the target 
protein. As a result, the actual cellular concentration and half-life of an exogenously 
expressed protein in a cell or living organism can be accurately and reproducibly 
controlled. By coupling 1, 2, 3, 4 or more copies of ubiquitin to the reporter gene P- 
lactamase it has been possible to regulate the protein concentration of this protein in 

15 the cell over a 10-fold range compared to the native protein. The present inventors 
have applied this discovery to create an assay technology that is broadly capable of 
measuring a wide range of post-translational activities. 

SUMMARY OF THE INVENTION 

20 

This invention provides a fluorescent, bioluminescent or enzymatic substrate 
useful as an optical probe or sensor of post-translational modifications, such as 
proteolysis. In one embodiment, the invention comprises a reporter moiety that is 
functionally coupled to one or more destabilizing domains via a linker. The linker 

25 typically contains a recognition motif for an activity. Modification of the Unker by the 
activity results in uncoupling of the reporter moiety from the destabilizing domain(s) 
with a corresponding change in the stability of the reporter moiety. The level of 
activity within a sample is sensed by a measurable change in the level of the reporter 
moiety, for example by detecting at least one optical property of the reporter moiety, 

30 or by detecting at least one optical property of detectable product of the reporter 
moiety. FIG. 1. 

Auro-039.00us 5 
Aurora Biosciences Corp 



In one enabodiment the reporter moiety is an enzymatic reporter such as 
alkaline phosphatase, p-galactosidase, chloramphenicol acetyltransferase, p- 
glucuronidase, peroxidase, P-lactamase, bioluminescent proteins, luciferases and 
catalytic antibodies. In another embodiment the reporter moiety is a naturally 
5 fluorescent protein, epitope or structural protein. 

In one aspect the linker moiety is an amino acid sequence that covalently 
couples the reporter moiety to the multimerized destabilization domain. In another 
aspect, the linker moiety comprises two separate amino acid sequences, one of which 
is covalently coupled to the reporter moiety, and one of which is coupled to the 

10 multimerized destabilization domain. Coupling of the reporter moiety to the 
destabilization domains occurs through the non-covalent interaction or binding of the 
two amino acid sequences of the linker together. In either case, modification of the 
linker by the activity results in a modulation of the coupling of the reporter moiety to 
the multimerized destabilization domains. In one aspect of this method the activity is 

15 selected from the group consisting of a protease activity, a protein kinase activity and 
a phosphoprotein phosphatase activity. 

In one aspect the multimerized destabilization domain comprises two, three, 
four, or more copies of the destabilization domain covalently coupled together in a 
linear chain. In one embodiment, the destabilization domains comprise ubiquitin, or a 

20 homolog thereof. In a preferred embodiment the multimerized copies of ubiquitin are 
not cleavable by a-NH-ubiquitin protein endoproteases. In one embodiment the 
ubiquitin domains comprise a mutation that prevents cleavage by a-NH-ubiquitin 
protein endoproteases. In one aspect of this embodiment the mutation represents the 
mutation of glycine 76 to a larger or more bulky amino acid. 

25 In another aspect the invention comprises a method of regulating the 

concentration of one or more target proteins in a cell. The method involves the 
creation of a fusion protein containing the protein of interest coupled to one or more 
destabilization domains. In different embodiments the protein of interest may be 
coupled to a multimerized destabilization domain comprising two or more copies of 

30 the destabilization domain. In one embodiment, the destabilization domains comprise 
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ubiquitin, or a homolog thereof. In a preferred embodiment the multimerized copies 
of ubiquitin are not cleavable by a-NH-ubiquitin protein endoproteases. In one 
embodiment the ubiquitin domains comprise a mutation that prevents cleavage by a- 
NH-ubiquitin protein endoproteases. In one aspect of this embodiment the mutation 

5 represents the mutation of glycine 76 to a larger or more bulky amino acid. 

In one aspect of this method, the fusion protein may additionally comprise a 
linker that couples the protein of interest to one or more destabilization domains. The 
linker typically comprises a protease cleavage site for a protease. Cleavage of the 
linker by the protease modulates the coupling of the multimerized destabilization 

10 domain to the protein of interest, thereby providing a method of rapidly modulating 
the stability of one or more proteins of interest in the cell simultaneously. The 
protease may be introduced into the cell, or its activity regulated by the presence of a 
membrane permeant small molecule inhibitor. In one embodiment of this method, the 
protease does not naturally occur in the target cell. 

15 In another aspect the invention includes a recombinant DNA molecule, 

comprising a nucleic acid sequence encoding for one or more destabilization domains, 
a target protein, and a linker moiety that operatively couples the destabilization 
domain(s) to the target protein. In different embodiments the protein of interest may 
be coupled to one, two, three, four or more copies of the destabilization domain. In 

20 one embodiment, the destabilization domains comprise ubiquitin, or a homolog 
thereof. In a preferred embodiment the multimerized copies of ubiquitin are not 
cleavable by a-NH-ubiquitin protein endoproteases. In one embodiment the ubiquitin 
domains comprise a mutation that prevents cleavage by a-NH-ubiquitin protein 
endoproteases. In one aspect of this embodiment the mutation represents the mutation 

25 of glycine 76 to a larger or more bulky amino acid. 

In another embodiment the invention includes a recombinant protein 
molecule, comprising an amino acid sequence encoding for one or more 
destabilization domains, a target protein, and a linker moiety that operatively couples 
the multimerized destabilization domain to the target protein. 
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In another aspect the invention includes a cell or transgenic organism 
comprising a nucleic acid sequence encoding for a one or more destabilization 
domains, a target protein, and a linker moiety that operatively couples the 
destabilization domain(s) to the target protein. In different embodiments the protein of 
5 interest may be coupled to one, two, three, four or more copies of the destabilization 
domain. In one embodiment, the destabilization domains comprise ubiquitin, or a 
homolog thereof. In a preferred embodiment the multimerized copies of ubiquitin are 
not cleavable by a-NH-ubiquitin protein endoproteases. In one embodiment the 
ubiquitin domains comprise a mutation that prevents cleavage by a-NH-ubiquitin 

10 protein endoproteases. In one aspect of this embodiment the mutation represents the 
mutation of glycine 76 to a larger or more bulky amino acid. 

In another embodiment the invention includes a method for identifying a 
modulator of an activity, comprising the use of the inventions cells or transgenic 
organisms. The method includes contacting the cells with a test chemical and 

15 detecting the activity of the reporter moiety. Additional claims involve the steps of 
contacting the cell with an activator of the activity prior to the addition said test 
chemical, and of in parallel determining the cell viability of the cell in the presence of 
the test chemical. 

In another embodiment the invention is directed to the test chemical and a 
20 pharmaceutical composition comprising a test chemical identified by the methods of 
the present invention. 

The accompanying drawings, which are incorporated in and form part of the 
specification, merely illustrate embodiments of the present invention. Together with 
the remainder of the specification, they are meant to serve to explain certain principles 
25 of the invention to those of skill in the art. 

BRIEF DESCRIPTION OF THE FIGURES 

FIG. 1 General schematic overview of parent construct pcDNA3-UbiquitinG76V- 
30 Bla. Shown are important coding regions including the ubiquitin-P-lactamase fusion 
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coding region, various promoters and important restriction sites used in the cloning of 
derivative constructs. 

FIG. 2 TNT in vitro synthesis and degradation experiments with Met, 1, 2, 3 or 4 
5 copies of ubiquitinG76V fused to ^-lactamase. The kinetics of turnover in vitro in 
(A) were determined by chase reactions at 37^C and products analyzed by SDS- 
PAGE. The effect of the proteasome inhibitor MG132 at 50 iiM in the TNT synthesis 
reaction is shown in (B). 

10 FIG. 3 Turnover in vitro of labeled fusion proteins of uncleavable ubiquitinG76V 
fused to GFP. TNT synthesis reactions were incubated in chase lysate at 37^C and 
products analyzed by SDS-PAGE. 

FIG. 4 Turnover reactions in vitro of labeled uncleavable ubiquitin caspase-3 fusions. 
15 TNT reactions were incubated in chase lysate at 37°C and products analyzed by SDS- 
PAGE. 

FIG. 5 FAGS™ analysis of uncleavable ubiquitin |3-lactamase fusions. Jurkat cells 
expressing ubiquitinG76V-Bla fusion proteins were analyzed for (3-lactamase 
20 expression by flow cytometry. The R5+R6+R7 region was designated as Bla"^ and the 
percentage of cells in that region is shown in the bar graph. 

FIG. 6 Kinetics of degradation in vivo of ubiquitinG76V-3-lactamase fusion proteins. 
Jurkat cells expressing the various ubiquitinG76V-Bla fusions were treated with 
25 cycloheximide to initiate a chase and aliquots of cells were removed at the indicated 
times. The cells were lysed and the P-lactamase activity in the lysates was 
determined by an in vitro reaction using the fluorescent substrate CCF2. The P- 
lactamase activity was measured by cleavage of CCF2 and represented as emission at 
460nm. 

30 
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FIG. 7 Caspase cleavage of 2XUb-DEVD-Bla results in the stabilization of P- 
lactamase. TNT synthesis reactions were performed to generate labeled fusion 
proteins of the caspase substrate 2XUb-DEVD-Bla and control 2XUb-DEVA-Bla. In 
(A), the labeled proteins were incubated with purified caspase-3 to verify that 2XUb- 
5 DEVD-Bla can be cleaved by caspase-3 and 2XUb-DEVA-Bla cannot. In (B), the 
products of the caspase-3 cleavage reactions were incubated with chase extract and 
samples analyzed by SDS-PAGE. 

FIG. 8 Dose-response curves for an inducer and an inhibitor of caspase activation 
10 with Jurkat cells expressing 2XUb-DEVD-Bla, Varying concentrations of antiFas 
IgM were incubated with 2XUb-DEVD-Bla-expressing Jurkat cells for 6 hours at 
37^C and caspase activity was measured following a cycloheximide chase to clear 
uncleaved reporters. The cells were loaded with CCF2-AM and (^-lactamase activity 
measured and expressed as a 460/530nm ratio. Jurkat cells expressing 2XUb-DEVD- 
15 Bla were treated with varying concentrations of the caspase inhibitor ZVAD-fmk and 
then treated with 75 ng/ml antiFas IgM. The cells were incubated for 6 hours at 
37oC, cycloheximide for 1 hour at 37^C and p-Iactamase activity measured using 
CCF2-AM as described above. 

20 FIG. 9 In vitro cis-cleavage activity of UbG76V-HRV 2A-Bla fusions. Labeled 
UbiquitinG76V-HRV 2A protease ^-lactamase fusions were produced in TNT 
reactions and then analyzed by SDS-PAGE. (A) shows that the cis-cleavage of HRV- 
Bla fusions is blocked by mutation of putative catalytic residues (C106 and D35). (B) 
The TNT reactions were incubated in chase extract to show the selective stabilization 

25 of the cleavage product. 

FIG» 10 Rapid degradation of 2XUb-Bla in vitro requires polyubiquitination and 
proteasome activity. TNT synthesis reactions were incubated in chase extract 
containing the indicated inhibitors for 20 minutes at 37°C. MG132 and ALLN were 
30 present at 50 |aM, lactacystin at 10 mM and MeUb at 200 ^g/mL 
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FIG, 11 Dose-response curves for proteasome inhibitors on Jurkat cells expressing 
2XUb-Bla reporter. Cells were treated with varying concentrations of MG132 or 
ALLN for 30 minutes and then cycloheximide was added and the cells incubated at 
5 37°C for one hour. The cells were loaded with CCF2-AM to measure p-lactamase 
activity as described above. 

Detailed Description 

Definitions 

10 The techniques and procedures are generally performed according to 

conventional methods in the art and various general references. (Lakowicz, J.R. 
Topics in Fluorescence Spectroscopy, (3 volumes) New York: Plenum Press (1991), 
and Lakowicz, J. R. (1996) Scanning Microsc Suppl. 10 213-24, for fluorescence 
techniques; Sambrook et ah (1989) Molecular Cloning: A Laboratory Manual, 2^^ ed. 

15 Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., for molecular 
biology methods; Cells: A Laboratory Manual, 1^^ edition (1998) Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, N.Y., for cell biology methods; Optics Guide 
5 Melles Griot® Irvine CA, and Optical Waveguide Theory, Snyder & Love 
published by Chapman & Hall for general optical methods, which are incorporated 

20 herein by reference which are provided throughout this document). 

"Activity" refers to the enzymatic or non-enzymatic activity capable of 
modifying an amino acid residue or peptide bond (preferably enzymatic). Such 
covalent modifications include proteolysis, phosphorylation, dephosphorylation, 
glycosylation, methylation, sulfation, prenylation and ADP-ribsoylation. The term 

25 includes non-covalent modifications including protein-protein interactions, and the 
binding of allosteric, or other modulators or second messengers such as calcium, or 
cAMP or inositol phosphates to a polypeptide. 

Amino acid "substitutions" are defined as one for one amino acid 
replacements. They are conservative in nature when the substituted amino acid has 

30 similar structural and/or chemical properties. Examples of conservative replacements 
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are substitution of a leucine with an isoleucine or valine, an aspartate with a 
glutamate, or a threonine with a serine. 

Amino acid "insertions" or "deletions" are changes to or within an amino acid 
sequence. They typically fall in the range of about 1 to 5 amino acids. The variation 
5 allowed in a particular amino acid sequence may be experimentally determined by 
producing the peptide synthetically or by systematically making insertions, deletions, 
or substitutions of nucleotides in the gene sequence using recombinant DNA 
techniques. 

"Animal" as used herein may be defined to include human, domestic (cats, 
10 dogs, etc), agricultural (cows, horses, sheep, goats, chicken, fish, etc) or test species 
(frogs, mice, rats, rabbits, simians, etc). 

"Chimeric" molecules are polynucleotides or polypeptides which are created 
by combining one or more of nucleotide sequences of this invention (or their parts) 
with additional nucleic acid sequence(s). Such combined sequences may be 
15 introduced into an appropriate vector and expressed to give rise to a chimeric 
polypeptide which may be expected to be different from the native molecule in one or 
more of the following characteristics: cellular location, distribution, ligand- binding 
affinities, interchain affinities, degradation/turnover rate, signaling, etc. 

The terms "cleavage site" or "protease site" refers to the bond cleaved by the 
20 protease (e.g. a scissile bond) and typically the surrounding three to four amino acids 
of either side of the bond. 

"Control elements" or "regulatory sequences" are those non-translated regions 
of the gene or DNA such as enhancers, promoters, introns and 3' untranslated regions 
which interact with cellular proteins to carry out replication, transcription, and 
25 translation. They may occur as boundary sequences or even split the gene. They 
function at the molecular level and along with regulatory genes are very important in 
development, growth, differentiation and aging processes. 

"Corresponds to" refers to a polynucleotide sequence that is homologous (i.e., 
is identical, not strictly evolutionarily related) to all or a portion of a reference 
30 polynucleotide sequence, or that a polypeptide sequence is identical to all or a portion 

of a reference polypeptide sequence. In contradistinction, the term "complementary 
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to" is used herein to mean that the complementary sequence is homologous to all or a 
portion of a reference polynucleotide sequence. For illustration, the nucleotide 
sequence "TATAC" corresponds to a reference sequence "TATAC" and is 
complementary to a reference sequence "GTATA". 
5 "Derivative" refers to those polypeptides which have been chemically 

modified by such techniques as ubiquitination, labeling, pegylation (derivatization 
with polyethylene glycol), and chemical insertion or substitution of amino acids such 
as ornithine which do not normally occur in human proteins. 

A "destabilization domain" refers to a protein, polypeptide or amino acid 

10 sequence that is capable of modulating the stability of a protein of interest when 
functionally coupled to the protein of interest. Examples of destabilizing domains 
include ubiquitin, PEST sequences, cyclin destruction boxes and hydrophobic 
stretches of amino acids. Preferred destabilization domains include ubiquitin and 
homologs thereof, particularly those comprising mutations that prevent, or 

15 significantly reduce, the cleavage of ubiquitin multimers by a-NH-ubiquitin protein 
endoproteases. Examples of such mutations include the mutation of glycine 76 to 
another amino acid, particularly an amino acid selected from the group consisting of 
Ala, Leu, He, Phe, Tyr, Val, Met, Cys, His, Trp, Pro, Arg, Lys, Thr and Ser. Preferred 
is UbiquitinG76V. 

20 A "detectable product" is a chemical moiety used for detecting a reporter 

moiety. They include, but are not limited to, radionuclides, enzymes, fluorescent, 
chemi-luminescent, or chromogenic agents. Detectable products associate with, 
establish the presence of, and may allow quantification of a particular nucleic 
sequence, amino acid sequence or reporter moiety. Preferred detectable products are 

25 retained within living cells and provide a fluorescence readout that is compatible with 
fluorescent activated cell sorting (FACS) analysis. 

The term "engineered protease site" refers to a protease site that has been 
modified from the naturally existing sequence by at least one amino acid substitution. 
The term "homolog" refers to two sequences or parts thereof, that are greater 

30 than, or equal to 85% identical when optimally aligned using the ALIGN program. 

Homology or sequence identity refers to the following. Two amino acid sequences 
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are homologous if there is a partial or complete identity between their sequences. For 
example, 85% homology means that 85% of the amino acids are identical when the 
two sequences are aligned for maximum matching. Gaps (in either of the two 
sequences being matched) are allowed in maximizing matching; gap lengths of 5 or 
5 less are preferred with 2 or less being more preferred. Alternatively and preferably, 
two protein sequences (or polypeptide sequences derived from them of at least 30 
amino acids in length) are homologous, as this term is used herein, if they have an 
alignment score of more than 5 (in standard deviation units) using the program 
ALIGN with the mutation data matrix and a gap penalty of 6 or greater. See Dayhoff , 
10 M.O., (1972) in Atlas of Protein Sequence and Structure 5, National Biomedical 
Research Foundation, 101-1 10, and Supplement 2 to this volume, pp. 1-10. 

An "inhibitor" is a substance that retards or prevents a chemical or 
physiological reaction or response. Common inhibitors include but are not limited to 
antisense molecules, antibodies, antagonists and their derivatives. 
15 "Isolated" refers to material removed from its original environment (e.g. the 

natural environment if it is naturally occurring), and thus is altered from its natural 
state. For example, an isolated polynucleotide could be part of a vector or a 
composition of matter, or could be contained within a cell, and still be "isolated" 
because that vector, composition of matter, or particular cell is not the original 
20 environment of the polynucleotide. 

The term "linker" or "linker moiety" refers to an amino acid, polypeptide or 
protein sequence that serves to operatively couple a reporter moiety to one or more 
destabilization domains. Linkers may comprise a single polypeptide chain that 
covalently couples the reporter moiety to the multimerized destabilization domain. 
25 Alternatively the linker may comprise two separate polypeptides. Typically the first 
polypeptide is covalently coupled to the reporter moiety, and the second polypeptide 
is covalently coupled to the multimerized destabilization domain. Generally the first 
and second polypeptides comprising the linker moiety in this embodiment are capable 
of interacting or associating such that the interaction or association operatively 
30 couples the reporter moiety to the multimerized destabilization domain. Preferably the 
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linker moiety is non-cleavable by a-NH-ubiquitin protein endoproteases. Linkers may 
be of any size. 

The term "modulates" refers to, either the partial or complete, enhancement or 
inhibition (e.g. attenuation of the rate or efficiency) of an activity or process. 
5 The term "modulator" refers to a chemical compound (naturally occurring or 

non-naturally occurring), such as a biological macromolecule (e.g., nucleic acid, 
protein, non-peptide, or organic molecule), or an extract made from biological 
materials such as bacteria, plants, fungi, or animal (particularly mammalian, including 
human) cells or tissues. Modulators are evaluated for potential activity as inhibitors 

10 or activators (directly or indirectly) of a biological process or processes (e.g., agonist, 
partial antagonist, partial agonist, inverse agonist, antagonist, antineoplastic agents, 
cytotoxic agents, inhibitors of neoplastic transformation or cell proliferation, cell 
proliferation-promoting agents, and the like) by inclusion in screening assays 
described herein. The activity of a modulator may be known, unknov^n or partially 

15 known. 

The term "multimerized destabilization domain" refers to at least two 
destabilization domains that are linearly coupled together. Preferred multimerized 
domains are non-cleavable by a-NH-ubiquitin protein endoproteases. The term does 
not include naturally occurring poly-ubiquitin chains in which the ubiquitin 

20 monomers are coupled together via isopeptide bonds attached to the e-amino group of 
lysine. The term also does not include naturally occurring multi-ubiquitin genes, are 
cleavable by a-NH-ubiquitin protein endoproteases to create ubiquitin monomers. 
The destabilization domains present in the multimerized destabilization domain are 
typically the same, but need not necessarily be identical. 

25 "Naturally fluorescent protein" refers to proteins capable of forming a highly 

fluorescent, intrinsic chromophore either through the cyclization and oxidation of 
internal amino acids within the protein or via the enzymatic addition of a fluorescent 
co-factor. Typically such chromophores can be spectrally resolved from weakly 
fluorescent amino acids such as tryptophan and tyrosine. 
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"Naturally occurring" refers to a polypeptide produced by cells which have not 
been genetically engineered or which have been genetically engineered to produce the 
same sequence as that naturally produced. Specifically contemplated are various 
polypeptides that arise from post-transnational modifications. Such modifications of 

5 the polypeptide include but are not limited to acetylation, carboxylation, 
glycosylation, phosphorylation, lipidation, proteolytic cleavage and acylation. 

An "oligonucleotide" or "oligomer" is a stretch of nucleotide residues which 
has a sufficient number of bases to be used in a polymerase chain reaction (PGR), a 
site directed mutagenesis reaction or a cassette to create a desired sequence element. 

10 These short sequences are based on (or designed from) genomic or cDNA sequences 
and are used to amplify, mutate or create particular sequence elements. 
Oligonucleotides or oligomers comprise portions of a DNA sequence having at least 
about 10 nucleotides and as many as about 50 nucleotides, preferably about 15 to 30 
nucleotides. They are chemically synthesized and may also be used as probes. 

15 An "oligopeptide" is a short stretch of amino acid residues and may be 

expressed from an oligonucleotide. It may be functionally equivalent to and either the 
same length as or considerably shorter than a "fragment ", "portion ", or "segment" of 
a polypeptide. Such sequences comprise a stretch of amino acid residues of at least 
about 5 amino acids and often about 17 or more amino acids, typically at least about 9 

20 to 13 amino acids, and of sufficient length to display biologic and/or immunogenic 
activity. 

The term "operably linked" refers to a juxtaposition wherein the components 
so described are in a relationship permitting them to function in their intended 
manner. A control sequence "operably linked" to a coding sequence is ligated in such 
25 a way that expression of the coding sequence is achieved under conditions compatible 
with the control sequences. 

The term "operably coupled" refers to a juxtaposition wherein the components 
so described are either directly or indirectly coupled. Examples of directly coupled 
components include proteins that are translationally fused together. Examples of 
30 indirectly coupled components include proteins that can functionally associate either 

transiently, or persistently, through a binding interaction. 
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The tenn "polynucleotide" refers to a polymeric form of nucleotides of at least 
10 bases in length, either ribonucleotides or deoxynucleotides. Modified forms and 
analogs of either type of nucleotide are also included, as are ribonucleotides or 
deoxynucleotides linked via novel bonds such as those described in U.S. Patent No. 

5 5,532,130, European Patent Applications EP 0 839 830, EP 0 742 287, EP 0 285 057 
and EP 0 694 559. The term includes single and double stranded forms of nucleotides, 
or a mixture of single and double stranded regions. In addition, the polynucleotide 
can be composed of triple-stranded regions comprising RNA or DNA or both RNA 
and DNA. A polynucleotide may also contain one or more modified bases or DNA or 

10 RNA backbones modified for stability or for other reasons. "Modified" bases 
include, for example, tritylated bases and unusual bases such as inosine, as well as 
other chenndcal or enzymatic modifications. 

The term "polypeptide" refers to a amino acids joined to each other by peptide 
bonds or modified peptide bonds, i.e. peptide isosteres, and may contain amino acids 

15 other than the 20 gene-encoded amino acids. The polypeptides may be modified by 
either natural processes, such as posttranslational processing, or by chemical 
modification techniques which are well known in the art. Modifications can occur 
anywhere in a polypeptide, including the peptide backbone, the amino acid side- 
chains and the amino or carboxyl termini. It will be appreciated that the same type of 

20 modification may be present in the same or varying degrees at several sites in a given 
polypeptide. Also, a given polypeptide may contain many types of modifications. 
Modification include acetylation, acylation, ADP-ribosylation, amidation, covalent 
attachment of flavin, covalent attachment of a heme moiety, covalent attachment of a 
nucleotide or nucleotide derivative, covalent attachment of a lipid or lipid derivative, 

25 covalent attachment of a phosphatidylinositol, cross-linking, cyclization, disulfide 
bond formation, demethylation, formation of covalent cross-links, formation of 
cysteine, formation of pyroglutamate, formylation, gamma-carboxylation, 
glycosylation, GPI anchor formation, hydroxylation, iodination, methylation, 
myristolyation, oxidation, pergylation, proteolytic processing, phosphorylation, 

30 prenylation, racemization, selenoylation, sulfation, transfer-RNA mediated addition of 

amino acids to protein such as arginylation. (See Proteins- Structure and Molecular 
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Properties l"""^ Ed., T.E. Creighton, W.H. Freeman and Company, New York (1993); 
Posttranslational Covalent Modification of Proteins, B.C. Johnson, Ed., Academic 
Pres, New York, pp. 1-12 (1983). 

A "portion" or "fragment" of a polynucleotide or nucleic acid comprises all or 

5 any part of the nucleotide sequence having fewer nucleotides than about 6 kb, 
preferably fewer than about 1 kb which can be used as a probe. Such probes may be 
labeled with reporter molecules using nick translation, Klenow fill-in reaction, PGR 
or other methods well known in the art. After pretesting to optimize reaction 
conditions and to eliminate false positives, nucleic acid probes may be used in 

10 Southern, northern or in situ hybridizations to determine whether DNA or RNA 
encoding the protein is present in a biological sample, cell type, tissue, organ or 
organism. 

"Probes" are nucleic acid sequences of variable length, preferably between at 
least about 10 and as many as about 6,000 nucleotides, depending on use. They are 

15 used in the detection of identical, similar, or complementary nucleic acid sequences. 
Longer length probes are usually obtained from a natural or recombinant source, are 
highly specific and much slower to hybridize than oligomers. They may be single- or 
double-stranded and carefully designed to have specificity in PCR, hybridization 
membrane-based, or ELISA-like technologies. 

20 The term "recognition motif refers to all or part of a polypeptide sequence 

recognized by a post-translational modification activity to enable a polypeptide to 
become modified by that post-translational modification activity. Typically, the 
affinity of a protein, e.g. enzyme, for the recognition motif is about 1 mM (apparent K 
d ), preferably a greater affinity of about 10 jxM , more preferably, 1 or most 

25 preferably has an apparent K a of about 0.1 ^M. The term is not meant to be limited to 
optimal or preferred recognition motifs, but encompasses all sequences that can 
specifically confer substrate recognition to a peptide. In some embodiments the 
recognition motif is a phosphorylated recognition motif (e.g. includes a phosphate 
group), or comprises other post-translationally modified residues. 

30 "Recombinant nucleotide variants" are polynucleotides that encode a protein. 

They may be synthesized by making use of the "redundancy" in the genetic code. 
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Various codon substitutions, such as the silent changes which produce specific 
restriction sites or codon usage-specific mutations, may be introduced to optimize 
cloning into a plasmid or viral vector or expression in a particular prokaryotic or 
eukaryotic host system, respectively. 

5 "Recombinant polypeptide variant" refers to any polypeptide which differs 

from a naturally occurring polypeptide by amino acid insertions, deletions and/or 
substitutions, created using recombinant DNA techniques. Guidance in determining 
which amino acid residues may be replaced, added or deleted without abolishing 
characteristics of interest may be found by comparing the sequence of a polypeptide 

10 with that of related polypeptides and minimizing the number of amino acid sequence 
changes made in highly conserved regions. 

A "reporter moiety" includes any protein that directly or indirectly produces a 
specific detectable product, or cellular phenotype, such as drug resistance that can be 
used to monitor transcription of a gene. Preferred reporter moieties include proteins 

15 with an enzymatic activity that provides enzymatic amplification of gene expression 
such as alkaline phosphatase, P-galactosidase, chloramphenicol acetyltransferase, P- 
glucuronidase, peroxidase, P-lactamase, bioluminescent proteins, luciferases and 
catalytic antibodies. Other reporter moieties include proteins such as naturally 
fluorescent proteins or homologs thereof, cell surface proteins or the native or 

20 modified forms of an endogenous protein to which a specific assay exists or can be 
developed in the future. Preferred reporter moieties for use in the present invention 
provide for a fluorescent readout that is compatible with fluorescent activated cell 
sorting (FACS) analysis. 

A "signal or leader sequence" is a short amino acid sequence which is or can 

25 be used, when desired, to direct the polypeptide through a membrane of a cell. Such a 
sequence may be naturally present on the polypeptides of the present invention or 
provided from heterologous sources by recombinant DNA techniques. 

A "standard" is a quantitative or qualitative measurement for comparison. 
Preferably, it is based on a statistically appropriate number of samples and is created 

30 to use as a basis of comparison when performing diagnostic assays, running clinical 
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trials, or following patient treatment profiles. The samples of a particular standard 
may be normal or simil^ly abnormal. 

The term "stringent hybridization conditions", refers to an overnight 
incubation at 42 ""C in a solution comprising 50 % formamide, 5x SSC (750 mM 

5 NaCl, 75 mM sodium citrate), 50 mM sodium phosphate (pH 7.6), 5x Denhardt's 
solution, 10 % dextran sulfate and 20 ^ig/ml denatured sheared salmon sperm DNA, 
followed by washing the filters in O.lx SSC at about 65 °C. Also contemplated are 
nucleic acid molecules that hybridize to the polynucleotides of the present invention 
at lower stringency hybridization conditions. Changes in the stringency of 

10 hybridization and signal detection are primarily accomplished through the 
manipulation of formamide concentration (lower percentages of formamide result in 
lower stringency); salt conditions, or temperature. For example, lower stringency 
conditions include an overnight incubation at 37 °C in a solution comprising 6x SSPE 
(20X SSPE=3M NaCl; 0.2M NaH2P04; 0.02M EDTA, pH 7.4), 0.5% SDS, 30 % 

15 formamide, 100 |ag/ml salmon sperm blocking DNA; followed by washes at 50 °C 
with IXSSPE, 0.1% SDS. In addition, to achieve even lower stringency, washes 
performed following stringent hybridization can be done at higher salt concentrations 
(e.g. 5X SSC). Variation in the above conditions may be accompUshed through the 
inclusion and / or substitution of alternative blocking reagents used to suppress 

20 background in hybridization experiments. Typical blocking reagents include 
Denhardt's reagent, BLOTTO, heparin, denatured salmon sperm DNA, and 
commercially available proprietary formulations. The inclusion of specific blocking 
reagents may require modification of the hybridization conditions described above, 
due to problems with compatibility. A polynucleotide which hybridizes only to 

25 polyA+ sequences (such as any 3' terminal polyA+ tract of a cDNA shown in the 
sequence listing), or to a complementary stretch of T (or U) residues would not be 
included in the definition of a "polynucleotide" since such a polynucleotide would 
hybridize to any nucleic acid molecule containing a poly (A) stretch, or the 
complement thereof. 

30 The term "targef refers to a biochemical entity involved a biological process. 

Targets are typically proteins that play a useful role in the physiology or biology of an 
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organism. A therapeutic chemical binds to target to alter or modulate its function. As 
used herein, targets can include cell surface receptors, G-proteins, kinases, ion 
channels, phopholipases, proteases and other proteins mentioned herein. 

The term "test chemical" refers to a chemical to be tested by one or more 
5 screening method(s) of the invention as a putative modulator. A test chemical can be 
any chemical, such as an inorganic chemical, an organic chemical, a protein, a 
peptide, a carbohydrate, a lipid, or a combination thereof. Usually, various 
predetermined concentrations of test chemicals are used for screening, such as 0.01 
micromolar, 1 micromolar and 10 micromolar. Test chemical controls can include the 

10 measurement of a signal in the absence of the test compound or comparison to a 
compound known to modulate the target. 

The following terms are used to describe the sequence relationships between 
two or more polynucleotides: "reference sequence", "comparison window", "sequence 
identity", "percentage identical to a sequence", and "substantial identity". A 

15 "reference sequence" is a defined sequence used as a basis for a sequence comparison; 
a reference sequence may be a subset of a larger sequence, for example, as a segment 
of a full-length cDNA or may comprise a complete cDNA or gene sequence. 
Generally, a reference sequence is at least 20 nucleotides in length, frequently at least 
25 nucleotides in length, and often at least 50 nucleotides in length. Since two 

20 polynucleotides may each (1) comprise a sequence (i.e., a portion of the complete 
polynucleotide sequence) that is similar between the two polynucleotides, and (2) 
may further comprise a sequence that is divergent between the two polynucleotides, 
sequence comparisons between two (or more) polynucleotides are typically performed 
by comparing sequences of the two polynucleotides over a "comparison window" to 

25 identify and compare local regions of sequence similarity. A "comparison window", 
as used herein, refers to a conceptual segment of at least 20 contiguous nucleotide 
positions wherein a polynucleotide sequence may be compared to a reference 
sequence of at least 20 contiguous nucleotides and wherein the portion of the 
polynucleotide sequence in the comparison window may comprise additions or 

30 deletions (i.e., gaps) of 20 percent or less as compared to the reference sequence 

(which does not comprise additions or deletions) for optimal alignment of the two 
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sequences. Optimal alignment of sequences for aligning a comparison window may 
be conducted by the local homology algorithm of Smith and Waterman (1981) Adv. 
Appl. Math. 2: 482, by the homology alignment algorithm of Needleman and Wunsch 
(1970) J. Mol. Biol. 48: 443, by the search for similarity method of Pearson and 
5 Lipman (1988) Proc. Natl. Acad. Sci. (U.S.A.) 85: 2444, by computerized 
implementations of these algorithms (GAP, BESTFIT, FASTA, and TFASTA in the 
Wisconsin Genetics Software Package Release 7.0, Genetics Computer Group, 575 
Science Dr., Madison, WI), or by inspection, and the best alignment (i.e., resulting in 
the highest percentage of homology over the comparison window) generated by the 
10 various methods selected. The term "sequence identity" means that two 
polynucleotide sequences are identical (i.e., on a nucleotide-by-nucleotide basis) over 
the window of comparison. The term "percentage identical to a sequence" is 
calculated by comparing two optimally aligned sequences over the window of 
comparison, determining the number of positions at which the identical nucleic acid 
15 base (e.g.. A, T, C, G, U, or I) occurs in both sequences to yield the number of 
matched positions, dividing the number of matched positions by the total number of 
positions in the window of comparison (i.e., the window size), and multiplying the 
result by 100 to yield the percentage of sequence identity. The terms "substantial 
identity" as used herein denotes a characteristic of a polynucleotide sequence, wherein 
20 the polynucleotide comprises a sequence that has at least 30 percent sequence 
identity, preferably at least 50 to 60 percent sequence identity, more usually at least 
60 percent sequence identity as compared to a reference sequence over a comparison 
window of at least 20 nucleotide positions, frequently over a window of at least 25-50 
nucleotides, wherein the percentage of sequence identity is calculated by comparing 
25 the reference sequence to the polynucleotide sequence which may include deletions or 
additions which total 20 percent or less of the reference sequence over the window of 
comparison. 

As applied to polypeptides, the term "substantial identity" means that two 
peptide sequences, when optimally aligned, such as by the programs GAP or 
30 BESTFIT using default gap weights, share at least 30 percent sequence identity, 
preferably at least 40 percent sequence identity, more preferably at least 50 percent 
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sequence identity, and most preferably at least 60 percent sequence identity. 
Preferably, residue positions which are not identical differ by conservative amino acid 
substitutions. Conservative amino acid substitutions refer to the interchangeability of 
residues having similar side chains. For example, a group of amino acids having 

5 aliphatic side chains is glycine, alanine, valine, leucine, and isoleucine; a group of 
amino acids having aliphatic-hydroxyl side chains is serine and threonine; a group of 
amino acids having amide-containing side chains is asparagine and glutamine; a 
group of amino acids having aromatic side chains is phenylalanine, tyrosine, and 
tryptophan; a group of amino acids having basic side chains is lysine, arginine, and 

10 histidine; and a group of amino acids having sulfur-containing side chains is cysteine 
and methionine. Preferred conservative amino acids substitution groups are: valine- 
leucine-isoleucine, phenylalanine-tyrosine, lysine-arginine, alanine-valine, glutamic- 
aspartic, and asparagine-glutamine. 

Since the list of technical and scientific terms cannot be all encompassing, any 

15 undefined terms shall be construed to have the same meaning as is commonly 
understood by one of skill in the art to which this invention belongs. Furthermore, the 
singular forms "a", "an" and "the" include plural referents unless the context clearly 
dictates otherwise. For example, reference to a "restriction enzyme" or a "high 
fideUty enzyme" may include mixtures of such enzymes and any other enzymes 

20 fitting the stated criteria, or reference to the method includes reference to one or more 
methods for obtaining cDNA sequences which will be known to those skilled in the 
art or will become known to them upon reading this specification. 

Before the present sequences, variants, formulations and methods for making 
and using the invention are described, it is to be understood that the invention is not to 

25 be limited only to the particular sequences, variants, formulations or methods 
described. The sequences, variants, formulations and methodologies may vary, and 
the terminology used herein is for the purpose of describing particular embodiments. 
The terminology and definitions are not intended to be limiting since the scope of 
protection will ultimately depend upon the claims. 

30 
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L MULTIMERIZED DESTABILIZATION DOMAINS 



Destabilization domains include proteins, protein domains and amino acid 
sequences that when functionally coupled to a target protein effect a change in the 
half-life of that protein when expressed in a cell. Examples include PEST domains, 
stretches of hydrophobic amino acids, phosphorylation dependent degradation signals, 
cyclin destruction boxes and the addition of ubiquitin domains. Preferred as a 
destabilization domain is ubiquitin and homologs thereof, particularly mutants or 
homologs comprising mutations that prevent, or significantly reduce, the cleavage of 
ubiquitin multimers by a-NH-ubiquitin protein endoproteases. In general, 
destabilization domains function by causing the target protein to be recognized by one 
or more elements of the cellular protein degradation apparatus. Once marked for 
destruction, the protein is actively recruited into the 28S proteasome where the protein 
is degraded. Within the cell a variety of signals may target a protein for degradation. 
In some cases a destabilization feature may be revealed in a protein as a result of 
oxidation, mis-folding or proteolysis. For example, stretches of hydrophobic amino 
acids are often exposed in denatured or improperly folded proteins thereby targeting 
them for degradation. Short stretches of hydrophobic amino acids, or hydrophobic 
domains, also occur in correctly folded proteins and have been identified in proteins 
with short half lives. 

For example, the Deg 1 domain of yeast mating type transcription factor al is 
a 19 residue element that forms an amphipathic helix with an exposed hydrophobic 
face, and is responsible for the rapid degradation of this protein (Johnson et al, 
(1998) Cell 94 217-227). These elements are believed to be recognized by E3 
ubiquitin ligases and target the protein to degradation through the ubiquitin system 
described below. 

PEST domains (regions rich in the amino acids proline (P), glutamic acid (E), 

serine (S) and threonine (T)) are often located at the C-terminal domains of relatively 

unstable proteins. (Rogers, et al, (1986) Science 234 (4774) 364-8). A well 

characterized PEST domain is located in residues 422 to 461 of ornithine 
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decarboxylase, and has been used to successfully destabilize a number of proteins 
including the green fluorescent protein from Aequorea green fluorescent protein {Li et 
al J. BioL Chem. (1998) 273 (52) 34970-5). Certain PEST sequences are believed to 
be recognized by the 26S proteasome subunit directly and do not require 
5 ubiquitination. 

PEST sequences may also be regulated by phosphorylation, for example 
multiple phosphorylation within the PEST sequences of the yeast Gl cyclins Cln3 and 
Cln2 are required for degradation. 

Phosphorylation dependent degradation signals have also been identified in 

10 the transcription factors NF-kB and p-catenin, in addition to many cell cycle 
regulatory proteins such as cyclins. (Ghosh et al, (1998) Ann, Rev. Immunol. 16 
225-260; Aberle et a/., (1997) EMBO J. 16 3797-3804; Koepp et al, (1999) 97 431- 
434). These proteins include phosphorylation dependent recognition sequences that 
bind to one of the growing family of E3 ubiquitin ligases only when the site is 

15 phosphorylated. In NF-kB, the binding domain for the E3 ubiquitin ligase comprises 
the relatively short sequence DS*GLDS=^, (SEQ. ID. NO.: 1) where S^ denotes 
phosphoserine. Binding to the E3 ubiquitin ligase does not require a ubiquitination 
conjugation site in this case. 

The cell-cycle destruction box is a partially conserved 9 amino acid sequence 

20 motif usually located approximately 40-50 amino acid residues from the N-terminus 
of the protein first described for the A and B type cyclins. The consensus destruction 
box sequence has the general structure as shown in Table 1 below. 



TABLE 1 

Consensus destruction 


Dox sequence 
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(A/T) 
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(G) 


X 
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(G/T) 


(N) 
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8 


9 



Amino acid residues, or combinations of two residues, that appear in 
25 parentheses in the above structure occur in more than 50 % of known destruction 
sequences. The residues at positions 1 and 4 are conserved in all destruction boxes. 
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Ubiquitin (SEQ. E). NO.: 2), a 76 amino acid polypeptide found in all 
eukaryotic cells, is centrally involved in the mechanism of targeting a protein for 
degradation by the cell. In general, the covalent attachment of a ubiquitin domain 
(SEQ. ID. NO.: 2), to a protein represents a primary recognition motif for binding of 
5 that protein to the proteasome. The attachment of ubiquitin (SEQ. DD. NO.: 2) to the 
protein typically occurs after recognition of one or more of the destabilization 
domains discussed above, or some other destabilizing feature of a protein. 
Attachment of ubiquitin (SEQ. ID. NO.: 2) occurs via the reversible isopeptide 
linkage of the carboxy-terminus of ubiquitin (SEQ. ID. NO.: 2) to lysine residues in 

10 the target protein. After the addition of the first ubiquitin domain (SEQ. ID. NO.: 2), 
further ubiquitin moieties (SEQ. ID. NO.: 2) may subsequently be added via free 
lysine residues in ubiquitin (SEQ. ID. NO.: 2) to create branched poly-ubiquitin 
chains on the substrate protein. These reactions are catalyzed by a family of enzymes 
that are often referred to as the ubiquitination complex. Once the target protein 

15 comprises one or more copies of ubiquitin (SEQ. ID. NO.: 2) it binds with high 
affinity to the proteasome where it is degraded. (See generally, Hershko et ah, (1998) 
Annu. Rev. Biochem. 76 425-79; Laney et al, (1999) Cell 97 427-430). 

The ubiquitin gene typically comprises multiple copies of the ubiquitin coding 
sequence (SEQ. ID. NO.: 2). Individual ubiquitin domains (SEQ. ID. NO.: 2) are 

20 post-translationally formed from the poly-ubiquitin gene by cleavage of the expressed 
protein by specific a-NH-ubiquitin protein endoproteases that are present within all 
eukaryotic cells. (Jonnalagadda et al, (1989) J. Biol. Chem. 264 10637-10642. The 
endoproteases will cleave either multiple ubiquitin - ubiquitin chains, or ubiquitin - 
fusion protein constructs, provided that the last amino acid of the ubiquitin moiety 

25 (SEQ. ID. NO.: 2) is glycine. If this last amino acid is mutated to a more bulky amino 
acid the ubiquitin fusion protein is not cleavable by a-NH-ubiquitin protein 
endoproteases. 

The present inventors have recognized for the first time that the creation of 
multiple ubiquitin fusion proteins that are not cleavable by the a-NH-ubiquitin protein 
30 endoproteases provides for a facile and tunable method of regulating protein stability. 
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This invention has many important applications for developing novel assays for 
intracellular activities, and as a regulatable method of coordinately controlling protein 
concentrations within the cell. 

5 REPORTER MOIETIES 

Enzymatic reporter moieties include any protein capable of catalyzing the 
creation of a detectable product. Specific examples include alkaline phosphatase, P- 
galactosidase, chloramphenicol acetyltransferase, ^-glucuronidase, peroxidase, p- 
10 lactamase, catalytic antibodies, luciferases and other bioluminescent proteins. 

Alkaline phosphatase, including human placental and calf intestinal alkaline 
phosphatase (for example, GenBank Accession # U89937), can be measured using 
colorimetric, fluorescent and chemiluminescent substrates. (Berger, J., et al (1988) 
Gene 66 1-10; Kain, S.R. (1997) Methods. Mol. Biol. 63 49-60) Alkaline phosphatase 
15 is widely used in transcriptional assays, typically by measuring secreted alkaline 
phosphatase (SEAP). 

P-galactosidase (3-Gal) the gene product of the bacterial gene LacZ, is also 
widely used as a reporter gene for transcriptional analysis and may be assayed via 
histochemical, fluorescent or chemiluminescent substrates, either within intact, or 
20 permeabiHzed cells. (See, U.S. Patent No. 5,070,012, issued Dec, 3, 1991 to Nolan et 
a/., and Bronstein, I., et al, (1989) J. Chemilum. Biolum. 4 99-1 1 1). 

p-glucuronidase (GUS) is widely used for transcriptional analysis in higher 
plants and may also be assayed using a variety of histochemical and fluorescent 
substrates. (See generally U.S. Patent No. 5,599,670, issued Feb, 4, 1997 to 
25 Jefferson). 

Chloramphenicol acetyltransferase (CAT), encoded by the bacterial Tn9 gene, 
is widely used for transcriptional assays and is traditionally measured using a 
radioisotopic assay in cell extracts (See Gorman et a/., (1982) 2 1044-51). 

Catalytic antibodies are also amenable for use as reporter genes, if the reaction 
30 catalyzed by the antibody results in the formation of a detectable product. Examples 
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include the aldolase specific antibodies 38C2 and 33F12 that catalyze the synthesis of 
novel fluorogenic retro-aldol reactions (List et al, (1998) Proc. Natl. Acad. Sci USA 
95 15351-15355). Typical antibody substrates are cell permeant nonpolar organic 
molecules that are not substrates for the natural enzymes and are thus good markers of 
5 enzyme activity. 

^ Lactamases 

A large number of |3-lactamases have been isolated and characterized, all of 
which would be suitable for use in^ accordance with the present method. Initially, 

10 P-lactamases were divided into different classes (I through V) on the basis of their 
substrate and inhibitor profiles and their molecular weight (Richmond, M. H. and 
Sykes, R. B., (1973) Adv. Microb. Physiol 9 31-88). More recently, a classification 
system based on amino acid and nucleotide sequence has been introduced (Ambler, 
R.P., (1980) Phil. Trans. R. Soc. Lond. [Ser.B.] 289 321-331). Class A ^-lactamases 

15 possess a serine in the active site and have an approximate weight of 29kd. This class 
contains the plasmid-mediated TEM ^-lactamases such as the RTEM enzyme of 
pBR322. Class B p-lactamases have an active-site zinc bound to a cysteine residue. 
Class C enzymes have an active site serine and a molecular weight of approximately 
39kd, but have no amino acid homology to the class A enzymes. 

20 The coding regions of an exemplary 6-lactamase employed in the methods 

described herein include SEQ. ID. NOs: 3 through 7. Nucleic acids encoding proteins 
with P-lactamase activity can be obtained by methods known in the art, for example, 
by polymerase chain reaction of cDNA using primers based on a DNA sequence in 
SEQ. ID. NO.: 3. PCR methods are described in, for example, U.S. Patent No. 

25 4,683,195; MuUis et al. (1987) Cold Spring Harbor Symp. Quant. Biol. 51 263; and 
Eriich, ed., PCR Technology, (Stockton Press, NY, 1989). 

Preferably, beta-lactamase polynucleotides encode an intracellular form of a 
protein with beta-lactamase activity that lacks a functional signal sequence. This 
provides the advantage of trapping the normally secreted beta-lactamase protein 

30 within the cell, which enhances the signal to noise ratio of the signal associated with 
beta-lactamase activity, and enables the individual cells to be FACS™ sorted. For 
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example, in any of the polypeptides of SEQ. ID. NO.: 3-7, the signal sequence has 
been replaced with the amino acids Met-Ser. Accordingly, upon expression, beta- 
lactamase activity remains within the cell. For expression in mammalian cells it is 
preferable to use beta-lactamase polynucleotides with nucleotide sequences preferred 
5 by mammalian cells. In some applications secreted forms of beta-lactamase can be 
used with the methods described herein. 

A variety of colorimetric and fluorescent substrates of ^-lactamase are 
available. Fluorescent substrates include those capable of changes, either individually 
or in combination, of total fluorescence, excitation or emission spectra or fluorescence 

10 resonance energy transfer (FRET), for example those described in U.S. Patent No. 
5,741,657, issued April 21, 1998, and U.S. Patent 5,955,604, issued September 22, 
1999. Any membrane permanent |3-lactamase substrate capable of being measured 
inside the cell after cleavage can be used in the methods and compositions of the 
invention. Membrane permanent p-lactamase substrates will not require 

15 permeablizing eukaryotic cells either by hypotonic shock or by electroporation. 
Generally, such non-specific pore forming methods are not desirable to use in 
eukaryotic cells because such methods injure the cells, thereby decreasing viability 
and introducing additional variables into the screening assay (such as loss of ionic and 
biological contents of the shocked or electroplated cells). Such methods can be used 

20 in cells with cell walls or membranes that significantly prevent or retard the diffusion 
of such substrates. Preferably, the membrane permeant ^-lactamase substrates are 
transformed in the cell into a P-lactamase substrate of reduced membrane 
permeability (usually at least five-fold less permeable) or that is membrane 
impermeant. Transformation inside the cell can occur via intracellular enzymes (e.g. 

25 esterases) or intracellular metabolites or organic molecules (e.g. sulfhydryl groups). 

Bioluminescent proteins 

Preferred bioluminescent proteins include firefly, bacterial or click beetle 
luciferases, aequorins and other photoproteins, for example as described in U.S. 
30 Patents 5,221,623, issued June 22, 1989 to Thompson et aL, U.S. Patent No. 

5,683,888 issued November 4, 1997 to Campbell; U.S. Patent No. 5,674,713 issued 
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September 7 1997 to DeLuca et al, U.S. Patent No. 5,650,289 issued July 22, 1997 to 
Wood and U.S. Patent No. 5,843,746 issued December 1, 1998 to Tatsumi et al 
Particularly preferred are bioluminescent proteins isolated from the ostracod 
Cypridina (or Vargula) hilgendorfti, (Johnson and Shimomura, (1978) Methods 
5 Enzymol 57 331-364; Thompson, Nagata & Tsuji (1989) Proc. Natl. Acad. Sci. USA 
86, 6567-6571). 

Beyond the availability of bioluminescent proteins (lucif erases) isolated 
directly from the light organs of beetles, cDNAs encoding luciferases of several beetle 
species (including, among others, the luciferase of P. pyralis (firefly), the four 

10 luciferase isozymes of P. plagiophthalamus (click beetle), the luciferase of L. 
crMcfa^a(firefly) and the luciferase of L. lateralis) (deWet et ah, (1987) Molec, Cell. 
Biol. L 725-737; Masuda et al, (1989) Gene 77, 265-270; Wood et al, (1989) 
Science 244, 700-702; European Patent Application Pubhcation No. 0 353 464) are 
available. Further, the cDNAs encoding luciferases of any other beetle species, which 

15 make bioluminescent proteins, are readily obtainable by the skilled using known 
techniques (de Wet et al (1986) Meth. Enzymol. 133, 3- 14; Wood et al, (1989) 
Science 244, 700-702). 

Most firefly and click beetle luciferases are ATP- and magnesium dependent 
and require oxygen for light production. Typically light emission from these enzymes 

20 exhibits a rapid burst in intensity followed by a rapid decrease in the first few 
seconds, followed by a significantly slower sustained light emission. Relatively 
sustained light output at high rates has been accomplished in these systems by 
inclusion of coenzyme A, dithiothreitol and other reducing agents that reduce product 
inhibition and slows inactivation of the luciferase that occurs during catalysis of the 

25 Hght producing reaction, as described in U.S. Patents No. 5,641,641, issued June 24, 
1997, and U.S. Patent No. 5,650,289, issued July 22, 1997. Such stable hght emitting 
systems are preferred for use in the present invention. 

Particularly preferred bioluminescent proteins are those derived from the 
ostracod Cypridina (or Vargula) hilgendorfil The Cypridina luciferase (GenBank 

30 accession no. U89490) uses no cofactors other than water and oxygen, and its 

luminescent reaction proceeds optimally at pH 7.2 and physiological salt 
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concentrations, (Shimomura,0., Johnson, F.H. and Saiga, Y. (1961) J. Cell. Comp. 
Physiol. 58 113-124). By comparison, firefly luciferase has optimal activity at low 
ionic strength, alkaline pH and reducing conditions, that are typically quite different 
to those usually found within mammalian cells. Because Cypridina luciferase has a 

5 tumover number of 1600 min'^ and a quantum yield of 0.29, (Shimomura, O. & 
Johnson, F.H. and Masugi, T. (1969) Science 164 1299-1300; Shimomura, O. & 
Johnson, F.H. (1970) Photochem. Photobiol. 12 291-295), the Cypridina luciferase 
produces a specific photon flux exceeding that of the optimized firefly system by a 
factor of at least 50 (Miesenbock and Rothman, (1997) Proc. Natl. Acad. Sci. USA 

10 94 3402-3407). 

Naturally Fluorescent Proteins 

Another preferred class of embodiments of the reporter moiety includes 
naturally fluorescent proteins such as the Green Fluorescent Protein (GFP) of 

15 Aequorea victoria (Tsien, R.Y. (1998) Annu. Rev. Biochem. 67 509-44). Because the 
entire fluorophore and peptide of a naturally fluorescent protein can be expressed 
within intact living cells without the addition of other co-factors or fluorophores, 
optical probes comprising such proteins as the reporter moiety provide the ability to 
monitor activities, within defined cell populations, tissues or in an entire transgenic 

20 organism. For example, by the use of cell type specific promoters and subcellular 
targeting motifs, it is possible to selectively target the probe to a discrete location to 
enable highly spatially defined measurements. 

Naturally fluorescent proteins have been isolated and cloned from a number of 
marine species including the sea pansies Renilla reniformis, R, kollikeri and i?. 

25 mullerei and from the sea pens Ptilosarcus, Stylatula and Acanthoptilum, as well as 
from the Pacific Northwest jellyfish, Aequorea victoria; Szent-Gyorgyi et al (SPEE 
conference 1999); D.C. Prasher et aL, (1992) Gene, 111:229-233 and several species 
of coral (Matz et al (1999). Nature Biotechnology 17 969-973. These proteins are 
capable of forming a highly fluorescent, intrinsic chromophore through the 

30 cyclization and oxidation of internal amino acids within the protein that can be 
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spectrally resolved from weakly fluorescent amino acids such as tryptophan and 
tyrosine. 

Additionally naturally fluorescent proteins have also been observed in other 
organisms, although in most cases these require the addition of some exogenous 

5 factor to enable fluorescence development. For example, the cloning and expression 
of yellow fluorescent protein from Vibrio fischeri strain Y-1 has been described by 
T.O. Baldwin et ah. Biochemistry (1990) 29 5509-15, This protein requires flavins as 
fluorescent co-factors. The cloning of Peridinin-chlorophyll a binding protein from 
the dinoflagellate Symbiodinium sp. was described by B.J. Morris et al.^ (1994) Plant 

10 Molecular Biology, 24 673:77. One useful aspect of this protein is that it fluoresces 
in red. The cloning of phycobiliproteins from marine cyanobacteria such as 
Synechococcus, e.g., phycoerythrin and phycocyanin, is described in S.M. Wilbanks 
et al, (1993) J. Biol. Chem. 268 1226-35. These proteins require phycobilins as 
fluorescent co-factors, whose insertion into the proteins involves auxiliary enzymes. 

15 The proteins fluoresce at yellow to red wavelengths. 

A variety of mutants of the GFP from Aequorea victoria have been created 
that have distinct spectral properties, improved brightness and enhanced expression 
and folding in mammalian cells compared to the native GFP, (SEQ. ED. NO.: 8), 
Table 2. {Green Fluorescent Proteins, Chapter 2, pages 19 to 47, edited Sullivan and 

20 Kay, Academic Press, U.S. Patent Nos: 5,625,048 to Tsien et ah, issued April 29, 
1997; 5JllJdl9 to Tsien et aU issued July 7, 1998; and U.S. Patent No. 5,804,387 to 
Cormack et aL, issued September 8, 1998). In many cases these functional engineered 
fluorescent proteins have superior spectral properties to wild-type Aequorea GFP and 
are preferred for use as reporter moieties in the present invention. 

25 







TABLE 2 










Aequorea Fluorescent Proteins 




Mutations 


Common 
Name 


Quantum 
Yield (O) & 
Molar 

Extinction (e) 


Excitation & 
Emission Max 


Relative 
Fluorescence 
At 37 T 


Sensitivity To Low 
pH 

% max F at pH 6 


S65T type 
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S65T, S72A, 
N149K, 
M153i, Lib/ 1 


Emerald 
(SEQ. ID. 
JNU.. lo) 


^ = 0.68 
£ = 57,500 


487 
509 


100 


91 


F64L, S65T, 

V HJ.Jrit 




O-0.58 


488 
511 


54 


43 


F64L,S65T 


EGFP 


<1> = 0.60 
e = 55,900 


488 
507 


20 


57 


S65T 




<1> = 0.64 
s = 52,000 


489 
511 


12 


56 


Y66Htype 


F64L, Y66H, 
Y145F, V163A 


F4-3E 


<I> = 0.27 
8 = 22,000 


384 

448 


100 


N.D. 


F64L, Y66H, 
Y145F 




4> = 0.26 
e =26,300 


383 
447 


82 


57 


Y66H, Y145F 


P4-3 


0 = 0.3 
e = 22,300 


382 
446 


51 


64 


Y66H 


BFP 


O = 0.24 
e =21,000 


384 
448 


15 


59 


Y66W type 


S65A, Y66W, 
S72A, N146I, 
M153T, V163A 


WIC 


<I> = 0.39 
8 = 21,200 


435 
495 


100 


82 


F64L,S65T, 
Y66W, N146I, 
M153T, V163A 


WIB 


«>= 0.4 
£ = 32,500 


434 452 
476 (505) 


80 


71 


Y66W, N146I, 
M153T,V163A 


hW7 


<[>= 0.42 
8 = 23,900 


434 452 
476 (505) 


61 


88 


Y66W 






436 
485 


N.D. 


N.D. 


T203Y type 


S65G, S72A, 
K79R, T203Y 


Topaz 


4> = 0.60 
8 = 94,500 


514 
527 


100 


14 


S65G, V68L, 
S72A, T203Y 


IOC 


<D = 0.61 

8 = 83,400 


514 

527 


58 


21 


S65G,V68L, 
Q69K, S72A, 
T203Y 


hlOC+ 


0 = 0.71 
8 = 62,000 


516 
529 


50 


54 


S65G, S72A, 
T203H 




O = 0.78 
8 = 48,500 


508 
518 


12 


30 


S65G, S72A 
T203F 




<I) = 0.70 

e = 65,500 


512 

522 


6 


28 


T203I type 


T203I, S72A, 
Y145F 


Sapphire 


0=0.64 
8 = 29,000 


395 
511 


100 


90 


T203I 
T202F 


H9 


0 = 0.6 
8 = 20,000 


395 
511 


13 


80 
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Non Aequorea, naturally fluorescent proteins, for example Anthozoan 
fluorescent proteins, and functional engineered homologs thereof, are also suitable for 
use in the present invention including those shown in Table 3 below. 



TABLE 3 

Anthozoa Fluorescent Proteins 


Species 


Protein 
Name 


Quantum 
Yield (^) & 
Molar 

Extinction (e) 


Excitation & 
Emission Max 


Relative 
Brightness 


SEQ. ID. NO.: 


Anemonia 
majano 


aiiiFP486 


O = 0.24 
e = 40,000 


458 
486 


0.43 


SEQ. ID. NO.: 9 


Zoanthus sp 


ZFP506 
ZFP538 


<I>-0.63 
e = 35,600 
0 = 0.42 
6 - 20,200 


496, 506 
528, 538 


1,02 
0.38 


SEQ. ID. NO.: 10 
SEQ. ID. NO.: 11 


Discosoma 
striata 


dsFP483 


4) =0.46 
£ = 23,900 


443 
483 


0.5 


SEQ. ID. NO.: 12 


Discosoma sp 
''red'' 


drFP583 


O =0.23 
8 = 22,500 


558 
583 


0.24 


SEQ. ID. NO.: 13 


Clavularia sp 


CFP484 


O =0.48 
8 = 35,300 


456 
484 


0.77 


SEQ. ID. NO.: 14 



m. LINKER MOIETffiS 

Generally linker moieties for measuring a post-translational activity 
10 encompass a post-translational recognition motif that contains a residue that, when 
modified, modulates the coupling of the reporter moiety to the multimerized 
destabilization domain, thus effecting a change in the stability of the reporter moiety. 
Typically, for measuring proteases, such linkers contain a single scissile bond (bond 
that is cleaved within the substrate) for a specific protease and preserve the native 
15 function and activity of the reporter moiety and destabilization domains in the intact 
fusion protein. The design and size of peptide sequences for specific constructs, is 
dependent upon the appUcation for which the optical probe is to be used. For 
example, for most applications, the peptide linker separating the reporter moiety and 
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the multimerized destabilization domains will typically be in the range of 5 to 50 
amino acids in length, preferably 10 to 25 amino acids in length, or more preferably 
10 to 15 amino acids in length. For certain applications, the peptide may be 
significantly larger, up to and including entire protein domains, for example 50 to 
5 100 amino acids in length. Smaller peptides, in the range of 5 to 50 amino acids may 
also be used. Typically the protease site may be located at any position within the 
linker with respect to the reporter moiety and destabilization domains. 

In one embodiment the linker comprises a single polypeptide chain that 
covalently couples the destabilization domains to the reporter moiety. Typically in 
10 this embodiment, the linker will comprise a post-translational recognition motif such 
as a protease recognition motif. Cleavage of the linker by the protease at the cleavage 
site results in uncoupling of the multimerized destabilization domains from the 
reporter moiety resulting in a modulation in the stability of the reporter moiety. An 
important feature of the linker is that it does not contain a protease recognition site for 
15 a-NH-ubiquitin protein endoproteases that would otherwise result in the post- 
translational processing of the construct irrespective of the presence or absence of the 
target post-translational activity. Any cleavage activity capable of hydrolyzing the 
linker moiety may be assayed with this embodiment of the present invention, 
provided it does not also cleave the reporter moiety thereby directly modulating its 
20 function. 

In another aspect of this method, the linker may comprise distinct post- 
translational recognition motifs and cleavage sites for example, a phosphorylation site 
and a protease cleavage site, as described in conmionly owned U.S. Patent 
Application No. 09/306,542 filed May 5, 1999. In this case, post-translational 
25 modification of the linker results in the modulation of the rate and efficiency of 
cleavage of the modified linker compared to the non-modified linker. This approach 
enables the present method to be used to detect a broad range of post translational 
activities. 

In some embodiments, the linker functions to couple a target protein to one or 
30 more destabilization domains for the purpose of regulating the concentration of the 
target protein in the cell. In this case the linker need not contain a protease cleavage 
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site, and may be significantly smaller, in the order of about 1 to 10 amino acids in 
length. 

In another aspect, the linker may comprise two separate polypeptide chains 
that are capable of interacting with each other to functionally couple the multimerized 

5 destabilization domains to the reporter gene. This approach enables an additional 
range of post-translational activities to be assayed. In this embodiment, one 
polypeptide chain is typically covalently coupled to the multimerized destabilization 
domain, and a separate polypeptide chain is covalently coupled to the reporter moiety. 
(FIG. 1) Binding of the first polypeptide chain to the second polypeptide chain results 

10 in coupling of the destabilization domain to reporter moiety resulting in a modulation 
of the stability of the reporter moiety. This approach thus enables the identification 
and detection of protein-protein interactions between defined proteins as well as the 
ability to detect post-translational modifications that influence these protein-protein 
interactions. 

15 Examples of suitable interaction domains include protein-protein interaction 

domains such as SH2, SH3, PDZ, 14-3-3, WW and PTE domains. Other interaction 
domains are described in for example, the database of interacting proteins available 
on the web at http://www.doe-mbi.ucla.edu. 

To identify and characterize the interaction of two test proteins, the method 

20 would typically involve 1) the creation of a first fusion protein comprising the first 
test protein coupled to the reporter moiety, and a second fusion protein comprising the 
second test protein coupled to the multimerized destabilization domain construct. 2) 
The introduction of the test protein fusion proteins alone in to control cells, and in 
combination into test cells. 3) The measurement of the stability of the reporter moiety 

25 in the control cells and test cells. 4) Comparison of the stability of the reporter moiety 
in the control cells, compared to the stability of the reporter moiety in the test cells. If 
the cell expressing both test fusion proteins exhibits a reporter moiety with a 
significantly altered stability (or level of expression) compared to the control cells, 
then the results indicate that the two proteins do interact under the experimental 

30 conditions chosen. Conversely if the stability's of the reporter moieties in the control 
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cells, and in the test cells are the same, then the results indicate that the proteins 
probably don't interact strongly under the test conditions. 

The method also enables the detection and characterization of stimuli (such as 
receptor stimulation) that cause two proteins to alter their degree of interaction. In this 

5 case, a cell line is created that expresses the first and second fusion proteins, as 
described above, comprising interaction domains that exhibit, or are believed to 
exhibit post-translational regulated interactions. For example, post-translational 
modification by phosphorylation of serine or threonine residues can modulate 14-3-3 
domain interactions, tyrosine phosphorylation can influence SH2 domain interactions, 

10 the redox state can influence disulfide bond formation. The cell line is then exposed 
to a test stimulus to determine whether the stimulus regulates the interaction of the 
two proteins. If the stimulus does regulate the interaction of the two proteins, then 
this will result in the coupling of the multimerized destabilization domain fusion 
protein to the reporter moiety fusion protein, subsequently resulting in a modulation 

15 of the stability of the reporter moiety in the treated cells, compared to the non-treated 
cells. 

The invention is also readily amenable to identifying new protein-protein 
interactions. For example, where a first protein is known, but the protein(s) with 
which it interacts are unknown. In this case, a first fusion protein is made between 

20 the first protein and the reporter moiety (or destabilization domain) and cloned into a 
suitable expression vector. Second, a library of test proteins, for example isolated 
from a cDNA expression library, is fused in frame to the multimerized destabihzation 
domains (or reporter moiety) and subcloned into a second expression vector. 
Typically the first fusion protein would be then be introduced into a population of test 

25 cells and single clones identified that stably expressed the reporter moiety. The library 
of test proteins (typically in the form of expression vectors) would be introduced into 
the clonal cells, stably expressing the first fusion protein. The resulting transformed 
cells would then be screened to identify cells with altered expression of the reporter 
moiety fusion compared to the control cells. Suitable clones expressing the reporter 

30 moieties with modulated stability, (i.e., reduced levels of the reporter moiety) may 

then be identified, isolated and characterized, for example by fluorescence activated 
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cell sorting (FACS^m ). Those library members that display reporter moieties with 
larger relative changes in expression level may then be identified by the degree to 
which the stability of the reporter moiety is altered for each library member after 
exposure to the Ubrary of test fusion proteins. 

5 

IV. METHODS OF USE 

Introduction of constructs into cells 

Typically the constructs of the present invention will be introduced and 

10 expressed in target cells via the use of standard molecular biology techniques known 
in the art. Another approach involves the use of membrane translocating sequences, as 
described in U.S. patent No. 5,807,746, issued Sept 15 1998 to Lin et aL to introduce 
the protein constructs into cells. 

Nucleic acids may also be used to transfect cells with sequences coding for 

15 expression of the multimerized destabilization domain, linker and reporter moiety. 
Generally these will be in the form of an expression vector including expression 
control sequences operatively linked to a nucleotide sequence coding for expression 
of the polypeptide. As used, the term "nucleotide sequence coding for expression of" 
a polypeptide refers to a sequence that, upon transcription and translation of mRNA, 

20 produces the polypeptide. This can include sequences containing, e.g., introns. As 
used herein, the term "expression control sequences" refers to nucleic acid sequences 
that regulate the expression of a nucleic acid sequence to which it is operatively 
linked. Expression control sequences are operatively linked to a nucleic acid 
sequence when the expression control sequences control and regulate the transcription 

25 and, as appropriate, translation of the nucleic acid sequence. Thus, expression control 
sequences can include appropriate promoters, enhancers, transcription terminators, a 
start codon (i.e., ATG) in front of a protein-encoding gene, splicing signals for 
introns, IRES sequences (internal ribosome entry site) maintenance of the correct 
reading frame of that gene to permit proper translation of the mRNA, and stop 

30 codons. 
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Methods that are well known to those skilled in the art can be used to 
construct expression vectors containing the multimerized destabilization domain, 
linker, reporter moiety construct. These methods include in vitro recombinant DNA 
techniques, synthetic techniques and in vivo recombination/genetic recombination. 
5 (See, for example, the techniques described in Maniatis, et a/., (1989) Cold Spring 
Harbor Laboratory, N.Y.). Many commercially available expression vectors are 
available from a variety of sources including Clontech (Palo Alto, CA), Stratagene 
(San Diego, CA) and Invitrogen (San Diego, CA) as well as and many other 
commercial sources. 

10 A contemplated version of the method is to use inducible controlling 

nucleotide sequences to produce a sudden increase in the expression of the reporter 
moiety, linker and multimerized destabilization domain construct e.g., by inducing 
expression of the construct. Example inducible systems include the tetracycline 
inducible system first described by Bujard and colleagues (Gossen and Bujard (1992) 

15 Proc. Natl. Acad. Sci USA 89 5547-5551, Gossen et al (1995) Science 268 1766- 
1769) and described in U.S. Patent No 5,464,758. 

Transformation of a host cell with recombinant DNA may be carried out 
by conventional techniques as are well known to those skilled in the art. Where the 
host is prokaryotic, such as E. coli, competent cells that are capable of DNA uptake 

20 can be prepared from cells harvested after exponential growth phase and subsequently 
treated by the CaCb method by procedures well known in the art. Alternatively, 
MgCl2 or RbCl can be used. Transformation can also be performed after forming a 
protoplast of the host cell or by electroporation. 

When the host is a eukaryote, such methods of transfection of DNA as 

25 calcium phosphate co-precipitates, conventional mechanical procedures such as 
microinjection, electroporation, insertion of a plasmid encased in liposomes, or virus 
vectors may be used. Eukaryotic cells can also be co-transfected with DNA 
sequences encoding the fusion polypeptide of the invention, and a second foreign 
DNA molecule encoding a selectable phenotype, such as the herpes simplex 

30 thymidine kinase gene. Another method is to use an eukaryotic viral vector, such as 

simian virus 40 (SV40) or bovine papilloma virus, to transiently infect or transform 
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eukaryotic cells and express the protein. (Eukaryotic Viral Vectors, Cold Spring 
Harbor Laboratory, Gluzman ed., 1982). Preferably, an eukaryotic host is utilized as 
the host cell as described herein. 

The construction of expression vectors and the expression of genes in 

5 transfected cells involve the use of molecular cloning techniques also well known in 
the art. Sambrook et al, (1989) Cold Spring Harbor Laboratory, Cold Spring Harbor, 
NY, and Current Protocols in Molecular Biology, F.M. Ausubel et a/., eds., (Current 
Protocols, a joint venture between Greene Pubhshing Associates, Inc. and John Wiley 
& Sons, Inc., (most recent Supplement). Nucleic acids used to transfect cells with 

10 sequences coding for expression of the polypeptide of interest generally will be in the 
form of an expression vector including expression control sequences operatively 
linked to a nucleotide sequence coding for expression of the polypeptide comprising 
the optical probe. 

1 5 Assays for post-translational activities 

In one class of embodiments, the present invention can be used to measure 
post-translational activities, such as proteolysis, phosphorylation, dephosphorylation, 
glycosylation, methylation, sulfation, prenylation, disulfide bond formation and ADP- 
ribsoylation within cells. 

20 The method generally involves the expression within, or introduction into a 

cell of a reporter moiety that is functionally coupled to one or more destabilizing 
domains via a linker. The linker typically contains a recognition motif that is specific 
for the post-translational activity to be assayed. Modification of the linker by the post- 
translational activity, results in uncoupling of the reporter moiety from the 

25 destabilizing domain resulting in a modulation in the stability of the reporter moiety. 
The level of activity within a sample is sensed by a measurable change in the level of 
the reporter moiety, for example by detecting at least one optical property of the 
reporter moiety, or by detecting at least one optical property of detectable product of 
the reporter moiety. 

30 To measure protease activity, it is typically desirable to provide an expression 

vector in which the expressed fusion gene product comprises a reporter moiety 
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covalently linked to the multimerized destabilization moieties via a single amino acid 
chain. Thus under these conditions the expressed construct is destabilized until acted 
upon by the target protease. Upon proteolysis, the cleaved reporter moiety exhibits 
significantly increased stability, resulting in its steady state accumulation within the 
5 cell to a higher level 

The choice of reporter moiety depends in part on the cellular system in which 
the assays are conducted, and the sensitivity and detection means at hand. For 
mammalian cells, the ^-lactamase, |3-galactosidase, and naturally fluorescent protein 
based reporter genes provide for intracellular fluorescent measurements, which are 

10 preferred. Preferred reporter moieties for luminescent readouts include luciferase and 
other bioluminescent protein based reporters. In plant studies, preferred reporters 
include ^-glucuronidase and luciferase. For transgenic applications in whole animals 
or intact tissue samples, naturally fluorescent proteins are preferred because the 
reporter does not require the addition of any substrates or co-factors in order to 

15 produce a detectable product. For applications were high sensitivity is required, for 
example because the target activity has a low turnover number, enzymatic reporter 
moieties are preferred because they provide enzymatic amplification. That is, each 
reporter moiety is capable of generating hundreds or thousands of detectable products 
per minute. By comparison a non enzymatic reporter, such as a naturally fluorescent 

20 protein, provides for little signal amplification. 

The choice of the multimerized destabilization domain, and the number of 
copies of the destabilization domain to use are also dependent on the reporter moiety 
and type of activity being measured. Preferred destabilization domains include, those 
based on ubiquitin (SEQ. ED. NO.: 2) and mutants and homologs thereof. Particularly 

25 preferred are mutants or homologs of ubiquitin (SEQ. ID. NO.: 2) comprising 
mutations that prevent, or significantly reduce, the cleavage of ubiquitin multimers by 
a-NH-ubiquitin protein endoproteases. 

To establish the optimal number of destabilization domains one would 
generally start by evaluating a construct containing three copies of the destabilization 

30 domain. Depending upon the results, one would either increase or decrease the 
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number of copies of destabilization domains. Generally one would increase the 
number of copies of the destabilization domain if the steady state levels of the non- 
protease treated samples were too high (too little degradation), and decrease the 
number of copies of the destabilization domain if the steady state level of the non- 
5 protease treated samples were too low (too much degradation). If the target protein 
was subject to excessive degradation, the steady state level of the target protein may 
be too low to provide for effective cleavage by the protease, particularly if that 
protease exhibits a relatively low affinity for that substrate. 

An important advantage of the present invention is the ability to titrate the 

10 degree of destabilization, and therefore the steady state concentration, of the target 
protein in the cell. Since the destabilized, unmodified sensor represents the substrate 
for the target activity, it is preferable to provide the substrate at a physiologically 
relevant concentration within the cell while retaining the appropriate turnover 
characteristics for each individual reporter molecule. 

15 For assays measuring protease activity, the linker generally comprises a 

protease recognition motif within its sequence. The protease recognition motif may 
be placed anywhere within the linker moiety, but is conveniently placed close to the 
center of the linker unless there are steric, or other reasons, to position the recognition 
motif at a specific location. Typically, the recognition motif will provide for relatively 

20 specific recognition of the sequence by the target protease. In some cases it may be 
preferable for the linker to contain a second "control" protease site for a known 
protease for use as a positive control. 

The expression vector will normally direct expression of the sensor to the 
cytosol of the cell, although other cellular compartments, such as the plasma 

25 membrane are also practical. Once the expression vector is introduced in a population 
of cells, the cells are typically screened for reporter moiety expression level in the 
absence of the target protease. This can be achieved by FACS™ , after addition of 
appropriate substrates for the reporter moieties (if required). While cells may be 
selected for varying levels of expression of the reporter moiety within the population 

30 of cells, observations to date suggest that cells exhibiting somewhat lower levels of 
reporter moiety are superior to those that initially exhibit high levels of reporter 
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moieties under these conditions. Cells may also be selected via antibiotic resistance to 
provide for stable cell lines. 

Once isolated and characterized, the resulting cell line represents a living 
sensor for the activation or expression of the target protease that enables the 
5 identification and screening of compounds that modulate the activation of the target 
protease. Importantly these determinations can be completed within the living cell 
where other issues such as membrane permeability, specificity and toxicity may be 
directly assessed. 

In most cases, it will be preferable to start with a cell line that does not 
10 normally express high levels of the active target protease. However if this is not 
possible, then the initial evaluation of the cell lines may be modified in order to 
screen for cells initially exhibiting high levels of reporter moiety expression. For 
example, by using an inhibitor of the reporter moiety to inhibit basal reporter gene 
activity, (as discussed below). In general any types of cells may be used with the 
15 present invention, including animal, plant, insect, yeast and other eukaryotic cells or 
prokaryotic cells. 

In whole cell studies it may be desirable to add an inhibitor of protein 
synthesis such as cycloheximide in order to reduce the steady state level of the 
destabilized reporter moiety in the cell immediately prior to the measurement of 

20 reporter activity. This approach has the advantage of improving the dynamic range of 
the assay because in the absence of new protein synthesis, uncleaved and therefore 
destabilized reporter moieties are destroyed by targeting to the proteasome leaving the 
cleaved and stabilized reporters intact within the cell. (i.e. the background is reduced). 
This results in a larger net difference in reporter moiety activity in cells containing a 

25 suitable protease compared with those lacking a suitable protease. Typically for such 
uses, cycloheximide is added to cell in the range of 10 to 150 |Lig/ml cycloheximide, 
preferably 50 to 100 pig/ml. Generally cells are pretreated with an appropriate 
stimulus to activate the target protease, and then cycloheximide is added one to two 
hours prior to the addition of suitable substrates for the reporter moiety. 

30 In another aspect of this method, it sometimes may also be desirable to add an 

inhibitor of the enzymatic reporter moiety to reduce the activity of the reporter moiety 
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prior to compound addition in screening applications. For example, in order to screen 
for inhibitors of a constitutively active protease, such inhibitors of reporter activity 
can be used to eliminate the pool of cleaved and stabilized reporter prior to adding 
compound, in effect zeroing out the cells to begin the experiment. This approach also 

5 has the advantage that the actual concentration of destabilized substrate molecules is 
not reduced in the cell, so that the protein substrate can be effectively degraded by the 
target protease. Example inhibitors include clavulanic acid for the |3-lactamase 
reporter gene (see commonly owned U.S. Patent Apphcation No. 09/067,612 filed 
April 28, 1999) and phenylethyl-P-D-thiogalactoside for P-galactosidase (see Fiering 

10 et al, (1991) Cytometry 12 291-301). These membrane permeable inhibitors may be 
added prior to, simultaneously with, or after exposure of the cells to an inhibitor of 
protein synthesis. 

To measure the degree of protein-protein interaction between two defined test 
proteins, it is typically desirable to separately couple one protein to one or more 

15 destabilization domains, and the second protein to the reporter moiety, and then 
express both fusion proteins in a test cell. This could be achieved for example by 
transfecting a cell with two compatible expression vectors. In one expression vector, 
the expressed fusion protein typically comprises a reporter moiety coupled to the first 
test protein, and in the second expression vector, the expressed fusion protein 

20 typically comprises the second test protein, coupled to one or more destabilization 
domains. 

If the first polypeptide fusion protein binds to the second polypeptide fusion 
protein then the destabilization domain(s) are effectively coupled to the reporter 
moiety resulting in a modulation of its stability. Thus the relative degree of 

25 destabilization of the reporter moiety is a direct indicator of the extent to which the 
proteins physically interact. Typically this can be accomplished by determining the 
stability of the reporter moiety in a cell expressing both proteins compared to a 
control cell, expressing the reporter moiety fusion protein alone. If the cell expressing 
both constructs exhibits a reporter moiety with a significantly altered stability 

30 compared to the control cell, the results indicate that the two proteins are interacting 

when co-expressed within the cell. 
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The choice and selection of the appropriate reporter moiety and 
destabilization domain are determined by the same issues of sensitivity and ease of 
detection discussed above. Preferred reporter moieties include ^-lactamase and 
naturally fluorescent proteins. Preferred destabilization domains include those based 
5 on ubiquitin (SEQ. ID. NO.: 2), and mutants and functional homologs thereof. 
Particularly preferred are mutants or homologs of ubiquitin (SEQ. E). NO.: 2) 
comprising mutations that prevent, or significantly reduce, the cleavage of ubiquitin 
multimers by a-NH-ubiquitin protein endoproteases. 

The choice of the number of copies of the destabilization domain is dependent 

10 on the affinity of the target interaction to be measured, and the degree of 
destabilization exerted on the reporter moiety v^hen the proteins are associated. In 
many cases, the affinity of the interaction will not be known and it will be necessary 
to evaluate a range of multimerized constructs in order to identify the optimal assay 
characteristics. Ideally a multimerized construct will be selected in which both the 

15 first test protein and the second test protein are present at physiologically relevant 
concentrations. One way to achieve this result may be to couple both the first test 
protein and the second test protein with at least one ubiquitin (SEQ. ED. NO.: 2) 
domain. Under these circumstances both proteins are slowly degraded when 
separated, but more rapidly degraded when complexed together. 

20 

Induction and regulation of expression levels of target proteins 

In another embodiment, the invention provides for a generalized way of 
coordinately regulating the cellular concentration of a plurality of target proteins in a 
cell, or transgenic organism. In this method, the target proteins are operatively 

25 coupled to a multimerized destabilization domain via a linker. By varying the number 
of destabilization domains present in the multimerized destabilization domain, it is 
possible to titrate the degree of destabilization, and therefore the steady state 
concentration of the target protein within the cell or transgenic organism. Thus using 
this approach it is possible to reproducibly vary the relative stoichometery, as well as, 

30 the level of expression, of one or more target proteins. 
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In some embodiments the linker may comprise about 1 to 10 amino acids. 
Typically the linker is non-cleavable by a-NH-ubiquitin protein endoproteases. 

In one embodiment the linker may contain a non-naturally occurring protease 
cleavage site (in that cell type), such that cleavage of the linker by the protease results 
5 in uncoupling of the target protein from the multimerized destabilization domain 
hence creating an increase in the stability and concentration of the target protein after 
protease digestion. In one aspect of this method, regulation of the activity of the 
protease can be achieved via regulating the concentration and exposure of the cell to 
an inhibitor of the protease. 

10 This approach enables the coordinate regulation of the intracellular 

concentration of a number of target proteins that contain the same protease 
recognition sites in their linker moieties, simultaneously within a cell. The approach 
is particularly well suited for the engineering of organisms or cells where multiple 
proteins need to be induced and expressed in order to create the desired effect, for 

15 example for regulating a multi-step metabolic or signal transduction pathway. 

In one embodiment the protease is a non-naturally occurring protease in the 
host cell, which recognizes a relatively rare recognition motif in the linker moiety, for 
example, including proteases such as Factor Xa (EC 3.4.21.6), Entrokinase (EC 
3.4.21.9) and IgA protease (EC 3.4.21.72). Proteases that recognize defined sequences 

20 of at least 4, or preferably at least 5 or more preferably about 6 amino acid residues, 
are generally preferred. Viral proteases, such as a CMV protease or other non- 
naturally occurring proteases (for that particular cell or organism) are also preferred. 
If this is the case, then expression of the protease should not significantly impact the 
cell, and the fusion proteins should not suffer non-specific degradation via the host 

25 cells endogenous proteases. Induction or activation of the protease in the cell results 
in a rapid increase in protease activity within the cell that can cleave the target fusion 
proteins thereby increasing their stability and steady state concentration in the cell. 

V. SCREENING APPLICATIONS 

30 
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The present invention is suited for use with systems and methods that utilize 
automated and integratable workstations for identifying modulators, and chemicals 
having useful activity. Such systems are described generally in the art (see, U.S. 
Patent NOs: 4,000,976 to Kramer et al (issued January 4, 1977), 5,104,621 to Pfost et 
5 al. (issued April 14, 1992), 5,125,748 to Bjomson et al, (issued June 30, 1992), 
5,139,744 to Kowalski (issued August 18, 1992), 5,206,568 Bjomson et al (issued 
April 27, 1993), 5,350,564 to Mazza et al (September 27, 1994), 5,589,351 to 
Harootunian (issued December 31, 1996), and PCT Application Nos: WO 93/20612 
to Baxter Deutschland GMBH (published October 14, 1993), WO 96/05488 to 

10 McNeil et al (published February 22, 1996), WO 93/13423 to Agong et al 
(published July 8, 1993) and U.S. Patent No. 5,985,214, issued November 16, 1999. 

Typically, such a system includes: A) a storage and retrieval module 
comprising storage locations for storing a plurality of chemicals in solution in 
addressable chenndcal wells, a chemical well retriever and having progranmiable 

15 selection and retrieval of the addressable chemical wells and having a storage capacity 
for at least 100,000 addressable wells, B) a sample distribution module comprising a 
liquid handler to aspirate or dispense solutions from selected addressable chemical 
wells, the chemical distribution module having programmable selection of, and 
aspiration from, the selected addressable chemical wells and programmable 

20 dispensation into selected addressable sample wells (including dispensation into 
arrays of addressable wells with different densities of addressable wells per 
centimeter squared) or at locations, preferably pre-selected, on a plate, C) a sample 
transporter to transport the selected addressable chemical wells to the sample 
distribution module and optionally having programmable control of transport of the 

25 selected addressable chemical wells or locations on a plate (including adaptive routing 
and parallel processing), D) a reaction module comprising either a reagent dispenser 
to dispense reagents into the selected addressable sample wells or locations on a plate 
or a fluorescent detector to detect chemical reactions in the selected addressable 
sample wells or locations on a plate, and a data processing and integration module. 

30 The storage and retrieval module, the sample distribution module, and the 

reaction module are integrated and programmably controlled by the data processing 
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and integration module. The storage and retrieval module, the sample distribution 
module, the sample transporter, the reaction module and the data processing and 
integration module are operably linked to facilitate rapid processing of the 
addressable sample wells or locations on a plate. Typically, devices of the invention 

5 can process at least 100,000 addressable wells or locations on a plate in 24 hours. 
This type of system is described in commonly owned U.S. Patent No. 5,985,214, 
issued November 16, 1999. If desired, each separate module is integrated and 
programmably controlled to facilitate the rapid processing of liquid samples, as well 
as being operably linked to facilitate the rapid processing of liquid samples. In one 

10 embodiment the system provides for a reaction module that is a fluorescence detector 
to monitor fluorescence. The fluorescence detector is integrated to other workstations 
with the data processing and integration module and operably linked with the sample 
transporter. Preferably, the fluorescence detector is of the type described herein and 
can be used for epi-fluorescence. Other fluorescence detectors that are compatible 

15 with the data processing and integration module and the sample transporter, if 
operable linkage to the sample transporter is desired can be used as known in the art 
or developed in the future. For some embodiments of the invention, particularly for 
plates with 96, 192, 384 and 864 wells per plate, detectors are available for integration 
into the system. Such detectors are described in U.S. Patent 5,589,351 (Harootunian), 

20 U.S. Patent 5,355,215 (Schroeder), and PCT patent application WO 93/13423 
(Akong). Alternatively, an entire plate may be "read" using an imager, such as a 
Molecular Dynamics Fluor-Imager 595 (Sunnyvale, CA). Multi-well platforms 
having greater than 864 wells, including 3,456 wells, can also be used in the present 
invention (see, for example, the PCT Application PCT/US98/11061, filed 6/2/98. 

25 These higher density well plates require miniaturized assay volumes that necessitate 
the use of highly sensitivity assays that do not require washing. The present invention 
provides such assays as described herein. 

The screening methods described herein can be made on cells growing in or 
deposited on solid surfaces. A connmon technique is to use a microtiter plate well 

30 wherein the fluorescence measurements are made by commercially available 
fluorescent plate readers. One such method is to use cells in Costar 96 well microtiter 

Auro-039.00us 48 
Aurora Biosciences Corp 



plates (flat with a clear bottom) and measure fluorescent signal with CytoFluor 
multiwell plate reader (Perseptive Biosystems, Inc., MA) using two emission 
wavelengths to record fluorescent emission ratios. In another embodiment, the system 
comprises a microvolume liquid handling system that uses electrokinetic forces to 
5 control the movement of fluids through channels of the system, for example as 
described in U.S. patent No., 5,800,690 issued September 1, 1998 to Chow et a/., 
European patent application EP 0 810 438 A2 filed May 5 1997, by Pelc et al and 
PCX application WO 98/00231 filed 24 June 1997 by Parce et al These systems use 
"chip" based analysis systems to provide massively parallel miniaturized analysis. 
10 Such systems are preferred systems of spectroscopic measurements in some instances 
that require miniaturized analysis. 

A method for identifying a chemical, modulator or a therapeutic 

The present invention can also be used for testing a therapeutic for useful 

15 therapeutic activity. A therapeutic is identified by contacting a test chemical 
suspected of having a modulating activity of a biological process or target with a test 
cell comprising the constructs of the present invention. Typically the cells are located 
within at least one well of a multi-well platform. The test chemical can be part of a 
library of test chemicals that is screened for activity, such as biological activity. The 

20 library can have individual members that are tested individually or in combination, or 
the library can be a combination of individual members. Such libraries can have at 
least two members, preferably greater than about 100 members or greater than about 
1,000 members, more preferably greater than about 10,000 members, and most 
preferably greater than about 100,000 or 1,000,000 members. After appropriate 

25 incubation of the sample with the test cell, an inhibitor of protein synthesis may be 
added and a substrate for the reporter moiety added. At least one optical property 
(such as fluorescence or absorbance) of the sample is determined and compared to a 
non-treated control to determine the level of reporter gene expression or activity. If 
the sample having the test chemical exhibits increased or decreased reporter moiety 

30 expression or activity relative to that of the control cell then a candidate modulator 
has been identified. 
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The candidate modulator can be further characterized and monitored for 
structure, potency, toxicology, and pharmacology using well-known methods. The 
structure of a candidate modulator identified by the invention can be determined or 
confirmed by methods known in the art, such as mass spectroscopy. For putative 
5 modulators stored for extended periods of time, the structure, activity, and potency of 
the putative modulator can be confirmed. 

Depending on the system used to identify a candidate modulator, the candidate 
modulator will have putative pharmacological activity. For example, if the candidate 
modulator is found to inhibit a protein tyrosine phosphatase involved, for example in 

10 T-cell proliferation in vitro, then the candidate modulator would have presumptive 
pharmacological properties as an immunosuppressant or anti-inflammatory (see, 
Suthanthiran et aL, (1996) Am. J. Kidney Disease, 28 159-172) Such nexuses are 
known in the art for several disease states, and more are expected to be discovered 
over time. Based on such nexuses, appropriate confirmatory in vitro and in vivo 

15 models of pharmacological activity, as well as toxicology, can be selected. The 
assays, and methods of use described herein, enable rapid pharmacological profiling 
to assess selectivity and specificity, and toxicity. This data can subsequently be used 
to develop new candidates with improved characteristics. 

20 Bioavailability and Toxicology of Candidate Modulators 

Once identified, candidate modulators can be evaluated for bioavailability and 
toxicological effects using known methods (see, Lu, Basic Toxicology, Fundamentals, 
Target Organs, and Risk Assessment, Hemisphere Publishing Corp., Washington 
(1985); U.S. Patent Nos: 5,196,313 to Culbreth (issued March 23, 1993) and U.S. 

25 Patent No. 5,567,952 to Benet (issued October 22, 1996). For example, toxicology of 
a candidate modulator can be established by determining in vitro toxicity towards a 
cell line, such as a mammalian i.e. human, cell line. Candidate modulators can be 
treated with, for example, tissue extracts, such as preparations of liver, such as 
microsomal preparations, to determine increased or decreased toxicological properties 

30 of the chemical after being metabolized by a whole organism. The results of these 
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types of studies are often predictive of toxicological properties of chemicals in 
animals, such as mammals, including humans. 

The toxicological activity can be measured using reporter genes that are 
activated during toxicological activity or by cell lysis (see WO 98/13353, published 
5 4/2/98). Preferred reporter genes produce a fluorescent or luminescent translational 
product (such as, for example, a Green Fluorescent Protein (see, for example, U.S. 
Patent No. 5,625,048 to Tsien et al, issued 4/29/98; U.S. Patent No. 5,777,079 to 
Tsien et al, issued 7/7/98; WO 96/23810 to Tsien, pubUshed 8/8/96; WO 97/28261, 
pubhshed 8/7/97; PCT/US97/12410, filed 7/16/97; PCT/US97/14595, filed 8/15/97)) 

10 or a translational product that can produce a fluorescent or luminescent product (such 
as, for example, beta-lactamase (see, for example, U.S. Patent No. 5,741,657 to Tsien, 
issued 4/21/98, and WO 96/30540, published 10/3/96)), such as an enzymatic 
degradation product. Cell lysis can be detected in the present invention as a reduction 
in a fluorescence signal from at least one photon-producing agent within a cell in the 

15 presence of at least one photon reducing agent. Such toxicological determinations can 
be made using prokaryotic or eukaryotic cells, optionally using toxicological 
profiling, such as described in PCT/US94/00583, filed 1/21/94 (WO 94/17208), 
German Patent No 69406772.5-08, issued 11/25/97; EPC 0680517, issued 11/12/94; 
U.S. Patent No. 5,589,337, issued 12/31/96; EPO 651825, issued 1/14/98; and U.S. 

20 Patent No. 5,585,232, issued 12/17/96). 

Alternatively, or in addition to these in vitro studies, the bioavailability and 
toxicological properties of a candidate modulator in an animal model, such as mice, 
rats, rabbits, or monkeys, can be determined using established methods (see, Lu, supra 
(1985); and Creasey, Drug Disposition in Humans, The Basis of Clinical 

25 Pharmacology, Oxford University Press, Oxford (1979), Osweiler, Toxicology . 
Williams and Wilkins, Baltimore, MD (1995), Yang, Toxicology of Chemical 
Mixtures; Case Studies, Mechanisms, and Novel Approaches, Academic Press, Inc., 
San Diego, CA (1994), Burrell et al. Toxicology of the Inmiune System; A Human 
Approach, Van Nostrand Reinhld, Co. (1997), Niesink et aL, Toxicology; Principles 

30 and AppUcations, CRC Press, Boca Raton, FL (1996)). Depending on the toxicity, 
target organ, tissue, locus, and presumptive mechanism of the candidate modulator, 

Auro-039.00us 51 
Aurora Biosciences Corp 



the skilled artisan would not be burdened to determine appropriate doses, LD50 
values, routes of administration, and regimes that would be appropriate to determine 
the toxicological properties of the candidate modulator. In addition to animal models, 
human clinical trials can be performed following established procedures, such as 
5 those set forth by the United States Food and Drug Administration (USFDA) or 
equivalents of other governments. These toxicity studies provide the basis for 
determining the therapeutic utility of a candidate modulator in vivo. 

Ejficacy of Candidate Modulators 

10 Efficacy of a candidate modulator can be established using several art- 

recognized methods, such as in vitro methods, animal models, or human clinical trials 
(see, Creasey, supra (1979)). Recognized in vitro models exist for several diseases or 
conditions. For example, the ability of a chemical to extend the life-span of HIV- 
infected cells in vitro is recognized as an acceptable model to identify chemicals 

15 expected to be efficacious to treat HIV infection or AIDS (see, Daluge et aL, (1995) 
Antimicro, Agents Chemother. 41 1082-1093). Furthermore, the ability of 
cyclosporin A (CsA) to prevent proliferation of T-cells in vitro has been established 
as an acceptable model to identify chemicals expected to be efficacious as 
inmiunosuppressants (see, Suthanthiran et aL, supra, (1996)). For nearly every class 

20 of therapeutic, disease, or condition, an acceptable in vitro or animal model is 
available. Such models exist, for example, for gastro-intestinal disorders, cancers, 
cardiology, neurobiology, and immunology. In addition, these in vitro methods can 
use tissue extracts, such as preparations of liver, such as microsomal preparations, to 
provide a reliable indication of the effects of metabolism on the candidate modulator. 

25 Similarly, acceptable animal models may be used to establish efficacy of chemicals to 
treat various diseases or conditions. For example, the rabbit knee is an accepted 
model for testing chemicals for efficacy in treating arthritis (see, Shaw and Lacy, J. 
(1973) Bone Joint Surg. (Br) 55 197-205. Hydrocortisone, which is approved for use 
in humans to treat arthritis, is efficacious in this model which confirms the validity of 

30 this model (see, McDonough, (1982) Phys. Then 62 835-839). When choosing an 
appropriate model to determine efficacy of a candidate modulator, the skilled artisan 
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can be guided by the state of the art to choose an appropriate model, dose, and route 
of administration, regime, and endpoint and as such would not be unduly burdened. 

In addition to animal models, human clinical trials can be used to determine 
the efficacy of a candidate modulator in humans. The USFDA, or equivalent 
5 governmental agencies, have established procedures for such studies (see, 
www.fda.g^ov) . 

Selectivity of Candidate Modulators 

The in vitro and in vivo methods described above also establish the selectivity 

10 of a candidate modulator. It is recognized that chemicals can modulate a wide variety 
of biological processes or be selective. Panels of cells, each containing constructs 
with varying specificity, based on the present invention, can be used to determine the 
specificity of the candidate modulator. Selective modulators are preferable because 
they have fewer side effects in the clinical setting. The selectivity of a candidate 

15 modulator can be established in vitro by testing the toxicity and effect of a candidate 
modulator on a plurality of cell lines that exhibit a variety of cellular pathways and 
sensitivities. The data obtained from these in vitro toxicity studies can be extended 
into in vivo animal model studies, including human clinical trials, to determine 
toxicity, efficacy, and selectivity of the candidate modulator suing art-recognized 

20 methods. 

An identified chemical, modulator, or therapeutic and compositions 

The invention includes compositions, such as novel chemicals, and 
therapeutics identified by at least one method of the present invention as having 

25 activity by the operation of methods, systems or components described herein. Novel 
chemicals, as used herein, do not include chemicals already publicly known in the art 
as of the filing date of this application. Typically, a chemical would be identified as 
having activity from using the invention and then its structure revealed from a 
proprietary database of chemical structures or determined using analytical techniques 

30 such as mass spectroscopy. 
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One embodiment of the invention is a chemical with useful activity, 
comprising a chemical identified by the method described above. Such compositions 
include small organic molecules, nucleic acids, peptides and other molecules readily 
synthesized by techniques available in the art and developed in the future. For 

5 example, the following combinatorial compounds are suitable for screening: peptoids 
(PCT Publication No. WO 91/19735, 26 Dec. 1991), encoded peptides (PCX 
Publication No. WO 93/20242, 14 Oct. 1993), random bio-ohgomers (PCT 
Pubhcation WO 92/00091, 9 Jan. 1992), benzodiazepines (U.S. Patent No. 
5,288,514), diversomeres such as hydantoins, benzodiazepines and dipeptides (Hobbs 

10 DeWitt, S. et al, (1993) Proc. Nat. Acad. Sci. USA 90 6909-6913), vinylogous 
polypeptides (Hagihara et a/., (1992) J. Amer. Chem. Soc. 114 6568), nonpeptidal 
peptidomimetics with a Beta-D-Glucose scaffolding (Hirschmann, R. et al, (1992) J. 
Amer. Chem. Soc. 114 9217-9218), analogous organic syntheses of small compound 
libraries (Chen, C. et a/., (1994) J. Amer. Chem. Soc. 116 2661), oligocarbamates 

15 (Cho, C.Y. et al, (1993) Science 261: 1303), and/or peptidyl phosphonates 
(Campbell, D.A. et aU (1994) J. Org. Chem. 59 658). See, generally, Gordon, E. M. 
et aU (1994). J. Med Chem. 37 1385. The contents of all of the aforementioned 
publications are incorporated herein by reference. 

The present invention also encompasses the identified compositions in a 

20 pharmaceutical composition comprising a pharmaceutically acceptable carrier 
prepared for storage and subsequent administration, which have a pharmaceutically 
effective amount of the products disclosed above in a pharmaceutically acceptable 
carrier or diluent. Acceptable carriers or diluents for therapeutic use are well known 
in the pharmaceutical art, and are described, for example, in Remington's 

25 Pharmaceutical Sciences, Mack Publishing Co. (A.R. Gennaro edit. 1985). 
Preservatives, stabilizers, dyes and even flavoring agents may be provided in the 
pharmaceutical composition. For example, sodium benzoate, acsorbic acid and esters 
of p-hydroxybenzoic acid may be added as preservatives. In addition, antioxidants 
and suspending agents may be used. 

30 The compositions of the present invention may be formulated and used as 

tablets, capsules or elixirs for oral administration; suppositories for rectal 
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administration; sterile solutions, suspensions for injectable administration; and the 
like. Injectables can be prepared in conventional forms, either as liquid solutions or 
suspensions, solid forms suitable for solution or suspension in liquid prior to 
injection, or as emulsions. Suitable excipients are, for example, water, saline, 
dextrose, mannitol, lactose, lecithin, albumin, sodium glutamate, cysteine 
hydrochloride, and the like. In addition, if desired, the injectable pharmaceutical 
compositions may contain minor amounts of nontoxic auxiliary substances, such as 
wetting agents, pH buffering agents, and the like. If desired, absorption enhancing 
preparations (e.g., liposomes) may be utilized. 

The pharmaceutically effective amount of the composition required as a dose 
will depend on the route of administration, the type of animal being treated, and the 
physical characteristics of the specific animal under consideration. The dose can be 
tailored to achieve a desired effect, but will depend on such factors as weight, diet, 
concurrent medication and other factors which those skilled in the medical arts will 
recognize. In practicing the methods of the invention, the products or compositions 
can be used alone or in combination with one another or in combination with other 
therapeutic or diagnostic agents. These products can be utilized in vivo, ordinarily in 
a mammal, preferably in a human, or in vitro. In employing them in vivo, the 
products or compositions can be administered to the mammal in a variety of ways, 
including parenterally, intravenously, subcutaneously, intramuscularly, colonically, 
rectally, nasally or intraperitoneally, employing a variety of dosage forms. Such 
methods may also be applied to testing chemical activity in vivo. 

As will be readily apparent to one skilled in the art, the useful in vivo dosage 
to be administered and the particular mode of administration will vary depending 
upon the age, weight and manmialian species treated, the particular compounds 
employed, and the specific use for which these compounds are employed. The 
determination of effective dosage levels, that is the dosage levels necessary to achieve 
the desired result, can be accomplished by one skilled in the art using routine 
pharmacological methods. Typically, human clinical applications of products are 
commenced at lower dosage levels, with dosage level being increased until the 
desired effect is achieved. Alternatively, acceptable in vitro studies can be used to 
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establish useful doses and routes of administration of the compositions identified by 
the present methods using established pharmacological methods. 

In non-human animal studies, applications of potential products are 
commenced at higher dosage levels, with dosage being decreased until the desired 
5 effect is no longer achieved or adverse side effects disappear. The dosage for the 
products of the present invention can range broadly depending upon the desired 
affects and the therapeutic indication. Typically, dosages may be between about 10 
mg/kg and 100 mg/kg body weight, and preferably between about 100 |ig/kg and 10 
mg/kg body weight. Administration is preferably oral on a daily basis. 
10 The exact formulation, route of administration and dosage can be chosen by the 
individual physician in view of the patient's condition. (See e.g., Fingl et al, in The 
Pharmacological Basis of Therapeutics, 1975). It should be noted that the attending 
physician would know how to and when to terminate, interrupt, or adjust 
administration due to toxicity, or to organ dysfunctions. Conversely, the attending 
15 physician would also know to adjust treatment to higher levels if the clinical response 
were not adequate (precluding toxicity). The magnitude of an administrated dose in 
the management of the disorder of interest will vary with the severity of the condition 
to be treated and to the route of administration. The severity of the condition may, for 
example, be evaluated, in part, by standard prognostic evaluation methods. Further, 
20 the dose and perhaps dose frequency, will also vary according to the age, body 
weight, and response of the individual patient. A program comparable to that 
discussed above may be used in veterinary medicine. 

Depending on the specific conditions being treated, such agents may be 
formulated and administered systemically or locally. Techniques for formulation and 
25 administration may be found in Remington's Pharmaceutical Sciences, 18th Ed., 
Mack Publishing Co., Easton, PA (1990). Suitable routes may include oral, rectal, 
transdermal, vaginal, transmucosal, or intestinal administration; parenteral delivery, 
including intramuscular, subcutaneous, intramedullary injections, as well as 
intrathecal, direct intraventricular, intravenous, intraperitoneal, intranasal, or 
30 intraocular injections. 
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For injection, the agents of the invention may be formulated in aqueous 
solutions, preferably in physiologically compatible buffers such as Hanks' solution, 
Ringer's solution, or physiological saline buffer. For such transmucosal 
administration, penetrants appropriate to the barrier to be permeated are used in the 

5 formulation. Such penetrants are generally known in the art. Use of pharmaceutically 
acceptable carriers to formulate the compounds herein disclosed for the practice of the 
invention into dosages suitable for systemic administration is within the scope of the 
invention. With proper choice of carrier and suitable manufacturing practice, the 
compositions of the present invention, in particular, those formulated as solutions, 

10 may be administered parenterally, such as by intravenous injection. The compounds 
can be formulated readily using pharmaceutically acceptable carriers well known in 
the art into dosages suitable for oral administration. Such carriers enable the 
compounds of the invention to be formulated as tablets, pills, capsules, liquids, gels, 
syrups, slurries, suspensions and the like, for oral ingestion by a patient to be treated. 

15 Agents intended to be administered intracellularly may be administered using 

techniques well known to those of ordinary skill in the art. For example, such agents 
may be encapsulated into liposomes, then administered as described above. All 
molecules present in an aqueous solution at the time of liposome formation are 
incorporated into the aqueous interior. The liposomal contents are both protected 

20 from the external micro-environment and, because liposomes fuse with cell 
membranes, are efficiently delivered into the cell cytoplasm. Additionally, due to 
their hydrophobicity, small organic molecules may be directly administered 
intracellularly. 

Pharmaceutical compositions suitable for use in the present invention include 
25 compositions wherein the active ingredients are contained in an effective amount to 
achieve its intended purpose. Determination of the effective amounts is well within 
the capability of those skilled in the art, especially in light of the detailed disclosure 
provided herein. In addition to the active ingredients, these pharmaceutical 
compositions may contain suitable pharmaceutically acceptable carriers comprising 
30 excipients and auxiliaries which facilitate processing of the active compounds into 
preparations which can be used pharmaceutically. The preparations formulated for 
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oral administration may be in the form of tablets, dragees, capsules, or solutions. The 
pharmaceutical compositions of the present invention may be manufactured in a 
manner that is itself known, for example, by means of conventional mixing, 
dissolving, granulating, dragee-making, levitating, emulsifying, encapsulating, 
entrapping, or lyophihzing processes. 

Pharmaceutical formulations for parenteral administration include aqueous 
solutions of the active compounds in water-soluble form. Additionally, suspensions 
of the active compounds may be prepared as appropriate oily injection suspensions. 
Suitable lipophilic solvents or vehicles include fatty oils such as sesame oil, or 
synthetic fatty acid esters, such as ethyl oleate or triglycerides, or liposomes. 
Aqueous injection suspensions may contain substances that increase the viscosity of 
the suspension, such as sodium carboxymethyl cellulose, sorbitol, or dextran. 
Optionally, the suspension may also contain suitable stabilizers or agents that increase 
the solubility of the compounds to allow for the preparation of highly concentrated 
solutions. 

Pharmaceutical preparations for oral use can be obtained by combining the 
active compounds with solid excipient, optionally grinding a resulting mixture, and 
processing the mixture of granules, after adding suitable auxiliaries, if desired, to 
obtain tablets or dragee cores. Suitable excipients are, in particular, fillers such as 
sugars, including lactose, sucrose, mannitol, or sorbitol; cellulose preparations such 
as, for example, maize starch, wheat starch, rice starch, potato starch, gelatin, gum 
tragacanth, methyl cellulose, hydroxypropylmethyl-cellulose, sodium 
carboxymethylcellulose, and/or polyvinylpyrrolidone (PVP). If desired, 
disintegrating agents may be added, such as the cross-linked polyvinyl pyrrolidone, 
agar, or alginic acid or a salt thereof such as sodium alginate. Dragee cores are 
provided with suitable coatings. For this purpose, concentrated sugar solutions may 
be used, which may optionally contain gum arable, talc, polyvinyl pyrrolidone, 
carbopol gel, polyethylene glycol, and/or titanium dioxide, lacquer solutions, and 
suitable organic solvents or solvent mixtures. Dyestuffs or pigments may be added to 
the tablets or dragee coatings for identification or to characterize different 
combinations of active compound doses. For this purpose, concentrated sugar 
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solutions may be used, which may optionally contain gum arabic, talc, polyvinyl 
pyrrolidone, carbopol gel, polyethylene glycol, and/or titanium dioxide, lacquer 
solutions, and suitable organic solvents or solvent mixtures. Dyestuffs or pigments 
may be added to the tablets or dragee coatings for identification or to characterize 

5 different combinations of active compound doses. Such formulations can be made 
using methods known in the art (see, for example, U.S. Patent Nos. 5,733,888 
(injectable compositions); 5,726,181 (poorly water soluble compounds); 5,707,641 
(therapeutically active proteins or peptides); 5,667,809 (lipophilic agents); 5,576,012 
(solubiUzing polymeric agents); 5,707,615 (anti-viral formulations); 5,683,676 

10 (particulate medicaments); 5,654,286 (topical formulations); 5,688,529 (oral 
suspensions); 5,445,829 (extended release formulations); 5,653,987 (liquid 
formulations); 5,641,515 (controlled release formulations) and 5,601,845 (spheroid 
formulations). 

15 Vn. TRANSGENIC ANIMALS 

In another embodiment, the invention provides a transgenic non-human 
organism that expresses a nucleic acid sequence that encodes a target protein, (such as 
a reporter moiety, enzyme or structural protein) functionally coupled to one or more 
destabilization domains by a linker. Because such constructs can be expressed within 

20 intact living cells, with preset degrees of stability, the invention provides the ability to 
regulate the expression level of the target protein, or to monitor post translational 
activities within defined cell populations, tissues or in an entire transgenic organism. 

In one embodiment the approach may be used to regulate the expression level 
of an enzyme or group of enzymes involved in a particular signal transduction, 

25 disease, or metabolic pathway. Such methods may be useful, for example, for 
creating transgenic model animals for certain disease states, or for modulating the 
intracellular concentration of enzymatic intermediates though the manipulation of the 
expression levels of the enzymes involved. For example, to increase the intracellular 
concentration of an intermediate one could increase the concentration of the 

30 enzyme(s) involved in the synthesis of the intermediate, and / or decrease the 

concentration of the enzyme(s) involved in degradation of the intermediate. Typically 
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the approach would require the replacement of the native enzymes with fusion 
proteins of the enzymes with the multimerized destabilization domains of the present 
invention. For target proteins in which the desired concentration was relatively high, 
one would select fusion proteins with relatively few (i.e. one or two), or even no, 

5 (zero) copies of the destabilization domain. For target proteins for which a relatively 
low intracellular concentration was desired, one would select fusion proteins with 
relatively more copies of the destabilization domain (i.e. three or more). 

In another embodiment, the approach can be used to identify where in specific 
tissues a particular activity is located, for example, by expression of a reporter moiety 

10 coupled to the multimerized destabilization domain via a linker comprising 
recognition and cleavage motifs for that activity, in the organism. Typically the linker 
would comprise a single polypeptide chain that covalently couples the destabilization 
domains to the reporter moiety. Typically in this embodiment, the linker will 
comprise a post-translational recognition motif such as a protease recognition motif. 

15 Cleavage of the linker by the protease at the cleavage site results in uncoupling of the 
multimerized destabilization domains from the reporter moiety resulting in a 
modulation in the stability of the reporter moiety, thereby resulting in an 
accumulation of reporter moiety in cells or tissues that exhibit protease activity. 

Such non-human organisms include vertebrates such as rodents, fish such as 

20 Zebrafish, non-human primates and reptiles as well as invertebrates. Preferred 
non-human organisms are selected from the rodent family including rat and mouse, 
most preferably mouse. The transgenic non-human organisms of the invention are 
produced by introducing transgenes into the germline of the non-human organism. 
Embryonic target cells at various developmental stages can be used to introduce 

25 transgenes. Different methods are used depending on the organism and stage of 
development of the embryonic target cell. In vertebrates, the zygote is the best target 
for microinjection. In the mouse, the male pronucleus reaches the size of 
approximately 20 micrometers in diameter, which allows reproducible injection of 1-2 
pi of DNA solution. The use of zygotes as a target for gene transfer has a major 

30 advantage in that in most cases the injected DNA will be incorporated into the host 

gene before the first cleavage (Brinster et aU (1985) Proc. Natl. Acad. Sci. USA 82 
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4438-4442,). As a consequence, all cells of the transgenic non-human animal will 
carry the incorporated transgene. This will in general also be reflected in the efficient 
transmission of the transgene to offspring of the founder since 50% of the germ cells 
will harbor the transgene. Microinjection of zygotes is the preferred method for 

5 incorporating transgenes in practicing the invention. 

A transgenic organism can be produced by cross-breeding two chimeric 
organisms which include exogenous genetic material within cells used in 
reproduction. Twenty-five percent of the resulting offspring will be transgenic /.e., 
organisms that include the exogenous genetic material within all of their cells in both 

10 alleles. 50% of the resulting organisms will include the exogenous genetic material 
within one allele and 25% will include no exogenous genetic material. 

Retroviral infection can also be used to introduce transgene into a non-human 
organism. In vertebrates, the developing non-human embryo can be cultured in vitro 
to the blastocyst stage. During this time, the blastomeres can be targets for retro viral 

15 infection (Jaenich, R., (1976) Proc. Natl. Acad. Sci USA 73 1260-1264,). Efficient 
infection of the blastomeres is obtained by enzymatic treatment to remove the zona 
pellucida (Hogan, et al (1986) in Manipulating the Mouse Embryo, Cold Spring 
Harbor Laboratory Press, Cold Spring Harbor, N.Y.). The viral vector system used to 
introduce the transgene is typically a replication-defective retro virus carrying the 

20 transgene (Jahner, et aU (1985) Proc. Natl. Acad. Sci. USA 82 6927-6931; Van der 
Putten, et a/., (1985) Proc. Natl. Acad. Sci USA 82 6148-6152). Transfection is easily 
and efficiently obtained by culturing the blastomeres on a monolayer of 
vims-producing cells (Van der Putten, supra\ Stewart, et al, (1987) EMBO J. 6 
383-388). 

25 Alternatively, infection can be performed at a later stage. Virus or vi- 

rus-producing cells can be injected into the blastocoele (D. Jahner et ah, (1982) 
Nature 298 623-628). Most of the founders will be mosaic for the transgene since 
incorporation occurs only in a subset of the cells that formed the transgenic nonhuman 
animal Further, the founder may contain various retro viral insertions of the transgene 

30 at different positions in the genome that generally will segregate in the offspring. In 
addition, it is also possible to introduce transgenes into the germ line, albeit with low 
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efficiency, by intrauterine retro viral infection of the midgestation embryo (D, Jahner 
et al, supra), A third type of target cell for transgene introduction for vertebrates is 
the embryonic stem cell (ES). ES cells are obtained from pre-implantation embryos 
cultured in vitro and fused with embryos (M. J. Evans et al (1981) Nature 292 

5 154-156; M.O. Bradley et al, (1984) Nature 309 255-258; Gossler, et al, (1986) 
Proc. Nath Acad. Sci USA 83 9065-9069; and Robertson et al, (1986) Nature 322 
445-448). Transgenes can be efficiently introduced into the ES cells by DNA 
transfection or by retro virus-mediated transduction. Such transformed ES cells can 
thereafter be combined with blastocysts from a nonhuman animal. The ES cells 

10 thereafter colonize the embryo and contribute to the germ line of the resulting 
chimeric animal. (For review see Jaenisch, R., (1988) Science 240 1468-1474). 



Auro-039.00us 

Aurora Biosciences Corp 



62 



Vni TRANSGENIC PLANTS 

In another embodiment, the invention provides a transgenic plant that 
expresses a nucleic acid sequence that encodes a target protein, (such as a reporter 
moiety, enzyme or structural protein) functionally coupled to a multimerized 

5 destabilization domain by a linker. Because such constructs can be specifically 
expressed, both spatially and temporally, within intact living cells, the invention 
provides the ability to regulate the expression level of the target protein, within 
defined cell populations, tissues, or in the entire transgenic plant. 

In one embodiment the approach may be used to regulate the expression level 

10 of an enzyme or group of enzymes involved in a particular signal transduction, 
developmental or metabolic pathway. Such methods may be useful for creating 
transgenic plants with improved disease resistance or other favorable traits. More 
particularly, plants can be genetically engineered to express various phenotypes of 
agronomic interest, for example by allowing for the regulated expression of 

15 agronomically important genes. Given potential concerns about the safety of 
transgenic plants, the ability to reduce or eUminate the expression of certain resistance 
genes prior to harvesting and human consumption is of particular interest. Examples 
of the types of genes that could be manipulated using the methods described herein, 
include disease resistance genes, herbicide resistance genes and genes that improve 

20 plant traits, including those shown in Table 4, below. 



TABLE 4 
L Disease Resistance Genes 


Gene or Gene Product 


Function 


Reference 


Tomato Cf-9 gene 


Resistance to Cladosporium 
fulvum 


Jones et al.. Science 266 789 
(1994) 


Tomato Pto gene 


Resistance to 
Pseudomonassy.ringae 


Martin et al, Science 262: 1432 
(1993) 


Arabidopsis RSP2 gene 


Resistance to Pseudomonas 
syringae 


Mindrinos et al.. Cell 78: 1089 
(1994) 


Bacillus thuringiensis protein 


Insect resistance 


Geiser et al., Gene 48: 109 
(1986), 


Streptomyces nitrospoeus a- 
amylase inhibitor 


Inhibition of amylase activity. 


Sumitani et al., Biosci. Biotech. 
Biochem.57 1243 (1993) 


Expression of insect-specific 


Disruption of insect 


Hanmiock et al.. Nature 344: 



Auro-039.00us 

Aurora Biosciences Corp. 



63 



hormones or pheromones such 
as an ecdysteroid and juvenile 
hormone 


development 


458 (1990) 


Expression insect- specific 
scorpion venom 


Insect resistance 


Panget aL,Gene 116: 165 
(1992) 


Altered expression of metabolic 
enzymes 


Expression of enzymes 
responsible for the formation of 
non protein molecules with 
insecticidal activity 




Altered expression of signal 
transduction enzymes 


Expression of enzymes 
responsible for the post- 
translational modification of 
biologically active molecules 


See PCX apphcation WO 
93/02197, Botella et al. Plant 
Molec. Biol. 24: 757 (1994), 


Expression of synthetic 
antimicrobial peptides, such as 
peptide derivatives of 
Tachyplesin 


Improved disease resistance 




Altered expression of Ion 
channels, blockers or permeases 
such as cecropin-3 lytic peptide 


Improved resistance to 
Pseudomonas solanacearum. 


Jaynes et al., Plant Sci. 89: 43 
(1993), 


Expression of viral coat proteins 
or viral-invasive proteins or 
toxins. 


Improved viral resistance to 
alfalfa mosaic virus, cucumber 
mosaic virus, tobacco streak 
virus, potato virus X, potato 
virus Y, tobacco etch virus, 
tobacco rattle virus and tobacco 
mosaic virus 


See Beachy et al., Ann, Rev. 
Phytopathol. 28:451 (1990). 


Expression of insect-specific 
antibody or immunotoxins 


Improved resistance to insects 


Taylor et al.. Abstract #497, 
SEVENTH INTL 
SYMPOSIUM ON 
MOLECULAR PLANT- 
MICROBE INTERACTIONS 
(1994) 


Expression of virus-specific 
antibodies. 


Improved resistance to viruses 


Tavladoraki et al.. Nature 366: 
469(1993) 


Expression of developmental - 
arrestive proteins or gene 
products, as endo al,4-D- 
polygalacturonase, or 
expression of barley ribosome- 
inactivating gene 


Increased resistance to 
pathogens or parasites 


See Lamb et al., Biol 
Technology ;Q: 1436 (1992). 

Logemann et 
al.,BiolTechnology.lO: 30 
(1992) 


II. Herbicide Resistance Genes 


Expression of mutant ALS and 
AHAS enzymes 


Inhibition of the growing point 
or meristem, increasing 
resistance to herbicides 


Lee et al.,EMB0L7: 1241 
(1988), and Miki et al., Theor. 
Appl. Genet. 8:449(1990), 


Expression of mutant EPSP 
synthase and aroA genes. 


Resistance to glyphosate and 
other phosphono compounds 
such as glufosinate 


U.S. patent No. 4,940,835 to 
Shah et al., U.S. patent No. 
4,769,061 to Comai. European 
patent application No. 0 333 033 
to Kumada et al. and U.S. patent 
No. 4,975,374 to Goodman et 
al. 


III. Genes That Confer Or Contribute To A Value-added Trait 


Expression of antisense gene of 


Improved fatty acid composition 


Knultzon et al., Proc. Natl. 
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stearoyl-ACP desaturase 




Acad. Sci.USA 89: 2624 (1992). 


Expression of phytic acid 
degrading enzymes 


Improved free phosphate 
composition 


Van Hartings veldt et al., Gene 
127: 87 (1993) 


Expression of 
fructosyltransferase, 
levansucrase, or invertase genes 


Improved carbohydrate 
composition 


See Shiroza et al, J. Bacteriol. 
170: 810 (1988), Steinmetz et 
al, Mol. Gen. Genet. 200 220 
(1985), Elliot et al.. Plant 
Molec. Biol. 21 515 (1993) 



In another embodiment, the approach can be used to specifically identify 
where in specific tissues a particular activity is expressed, for example by expression 
of the protease sensor in specific plant tissues. 

5 Transgenic plants may be produced by any one of a number of methods of 

plant transformation and regeneration. Numerous methods for plant transformation 
have been developed, including biological and physical, plant transformation 
protocols. See, for example, Miki et al., "Procedures for Introducing Foreign DNA 
into Plants" in Methods in Plant Molecular Biology and Biotechnology, Glick, B.R. 

10 and Thompson, J.E. Eds. (CRC Press, Inc. , Boca Raton, 1993) pages 67-88. In 
addition, expression vectors and in vitro culture methods for plant cell or tissue 
transformation and regeneration of plants are available. See, for example, Gruber et 
al., "Vectors for Plant Transformation" in Methods in Plant Molecular Biology and 
Biotechnology, Ghck, B.R. and Thompson, J.E. Eds. (CRC Press, Inc., Boca Raton, 

15 1993) pages 89-119. 

The most widely utilized method for introducing an expression vector into 
plants is based on the natural transformation system of Agrobacterium. See, for 
example, Horsch et al., (1985) Science 227 1229. A. tumefaciens and A. rhizogenes 
are plant pathogenic soil bacteria which genetically transform plant cells. The Ti 

20 and Ri plasmids of A. tumefaciens and A. rhizogenes, respectively, carry genes 
responsible for genetic transformation of the plant See, for example, Kado, 
C.L, Crit. Rev. Plant. Sci. 10: 1 (1991). Descriptions of Agrobacterium vector systems 
and methods for Agrobacterium-mediated gene transfer are provided by Gruber et al., 
supra, Miki et al., supra, and Moloney et al., (1989) Plant Cell Reports 8 238. 

25 Despite the fact the host range for Agrobacterium mediated transformation is 

broad, some major cereal crop species and gymnosperms have generally been 
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recalcitrant to this mode of gene transfer, even though some success has recently been 
achieved in rice. Hiei et al., (1994) The Plant Journal 6 271-282. Several methods of 
plant transformation, collectively referred to as direct gene transfer, have been 
developed as an alternative to Agrobacterium-mediated transformation. 

5 A generally applicable method of plant transformation is microprojectile- 

mediated transformation wherein DNA is carried on the surface of microprojectiles 
measuring 1 to 4 Am. The expression vector is introduced into plant tissues with a 
biolistic device that accelerates the microprojectiles to speeds of 300 to 600 m/s 
which is sufficient to penetrate plant cell walls and membranes. Sanford et al., (1987), 

10 Part. Sci. Technol. 5 27, Sanford, J.C., (1988) Trends Biotech, 6 299, Sanford, J.C., 

(1990) Physiol. Plant 79 206, Klein et al, (1992) Biotechnology 10 268. 

Another method for physical delivery of DNA to plants is sonication of target 
cells. Zhang et al., (1991) BioTechnology 9 996. Alternatively, liposome or 
spheroplast fusion have been used to introduce expression vectors into plants. 

15 Deshayes et al., (1985) EMBO J., 4 2731, Christou et al., (1987) Proc Natl. Acad. Sci. 
U.S.A. 84 3962. Direct uptake- of DNA into protoplasts using CaCb 
precipitation, polyvinyl alcohol or poly-Lomithine have also been reported. Hain et 
al., (1985) Mol.Gen. Genet. 199 161 and Draper et al., (1982) Plant Cell Physiol. 23 
451. Electroporation of protoplasts and whole cells and tissues have also been 

20 described. Donn et al.. In Abstracts of Vllth International Congress on Plant Cell and 
Tissue Culture lAPTC, A2-38, p 53 (1990) ; DHalluin et al., (1992) Plant Cell 4 
1495-1505 and Spencer et al., (1994) Plant Mol. Biol. 24 51-61. 

A preferred method is microprojectile-mediated bombardment of immature 
embryos. The embryos can be bombarded on the embryo axis side to target the 

25 meristem at a very early stage of development or bombarded on the scutellar side to 
target cells that typically form callus and somatic embryos. Targeting of the scutellum 
using projectile bombardment is well known to those in the art of cereal tissue culture. 
Klein et al., (1988) BioTechnol. , 6 559-563; Sautter et al., BiolTechnoL, 9 1080-1085 

(1991) ; Chibbar et al., (1991) Genome, 34 435-460. The scutellar origin of 
30 regenerable callus from cereals is well known. Green et al., (1975) Crop Sci., 15 417- 

421; Lu et al, (1982)TAG 62 109-112; and Thomas and Scott, (1985) J. Plant 
Physiol. 121 159-169 - Targeting the scutellum and then using chemical selection to 
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recover transgenic plants is well established in cereals. D/Halluin et al, Plant Cell 4: 
1495-1505 (1992) ; Perl et aL, MGG 235: 279-284 (1992); Cristou et al., 
BiolTechnol. 9: 957-962 (1991). This literature reports DNA targeting of the 
scutellum and recovery of transgenic callus, plants and progeny based on a chemical 

5. selection regime. None of these references teach successful plant transformation 
wherein transformed cells are visualized with a screenable marker such as GUS. 

A preferred transformation method involves bombardment of the scutellar 
surface of immature embryos to introduce the expression cassette with the gene for a 
bioluminescent protein, such as Aequorea victoria GFP (See PCT publication WO 

10 97/41228 to Gordon-Kamm et al., incorporated herein by reference). Embryos can be 
pretreated for 1 to 48 hours with a high osmoticum medium or left on a 
highosmoticum medium for 24-48 hours after bombardment to improve cell survival 
and transformation frequencies. Immature embryos are then cultured on typical 
callusinducing medium with no selective agent. At each subculture transfer, i.e., every 

15 two weeks, the culture is monitored using UV-blue light for GFP fluorescence. 
Fluorescing calli are separated from non-fluorescing callus, and grown to the point 
where plants can be regenerated through standard media progressions. 

Plants can be manipulated, for example, by removal of the apical meristem, to 
stimulate axillary or secondary buds which can exhibit larger transgenic sectors 

20 relative to the primary shoot. Flowers above transgenic shoots are pollinated and the 
progeny are analyzed for transgene presence and expression. A variety of starting 
explants can regenerate shoots in sunflower, and thus represent alternative targets for 
GFP-encoding DNA delivery and transmission to progeny. These include the 
seedling meristem (as above), also the seedling hypocotyl, the mature cotyledon, the 

25 immature cotyledon, zygotic inraiature embryos, somaticembryos, and primary 
leaflets. See for example, respectively, Greco et al., (1984) Plant Sci. Lett. 36 73-77; 
Krauter et al, (1991) Helia 14 117-122; Power (1987) Am. J. Bot. 74 497503; Krauter 
et al., (1991) Theor. AppL Genet. a2: 521525; Finer, (1987) Plant Cell Rep. J: 372- 
374, and Greco et al, (1984) Plant Sci. Lett. 36 73-77. 

30 
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EXAMPLES 



Example 1 Generation of multimerized destabilization domains 

The cDNA encoding human ubiquitin was isolated from a human genomic 

5 DNA preparation obtained from Jurkat cells by polymerase chain reaction (PGR) 
using the PGR primers Ubi5 (SEQ, ID. NO. 15) and Ubi3 (SEQ. ID. NO. 16) and 
cloned into pBluescript II vector (Stratagene). The C-terminal residue of ubiquitin 
was altered from glycine to valine by site-directed mutagenesis (Kunkel) in order to 
generate a mutant form of ubiquitin that cannot be cleaved by cellular a-NH-ubiquitin 

10 endopeptidases. This mutant is hereafter referred to as ubiquitinG76V (SEQ. ID. NO. 
17). The ubiquitinG76V (SEQ. ID. NO. 17) mutant was then amplified by PGR using 
the oligonucleotide primers Ub5' (SEQ. ID. NO. 18 ) and Ub3\ (SEQ. ID. NO. 19). 
These primers introduce a Bgl II restriction site at the 5' end of the coding sequence 
and a BamH I site at the 3' end of the coding sequence. The PGR fragment from the 

15 reaction was digested with Bgl II and BamH I and ligated into BamH I-digested 
pBluescript n vector. This plasmid was then digested with Bgl II and BamH I and the 
ubiquitinG76V (SEQ. ID. NO. 17) containing fragment was isolated and ligated to 
generate multimerized ubiquitinG76V domains. The ubiquitinG76V multimers were 
digested with Bgl II and BamH I to ensure that the individual ubiquitinG76V domains 

20 (SEQ. ID. NO. 17) were in the correct orientation. The digested ubiquitinG76V 
multimers were separated by agarose gel electrophoresis and multimers of the 
appropriate sizes were isolated and cloned into BamH I-digested pBluescript 11. The 
ubiquitinG76V multimers were then excised using BamH I and Hind III and 
subcloned to generate a series of plasmids containing in frame fusions of from one to 

25 four copies of ubiquitinG76V (SEQ. ID. NO. 17) fused to the reporter moiety or 
protein of interest. These constructs are referred to as IXUb (one copy of 
ubiquitinG76V (SEQ. ID. NO. 17)), 2XUb (two copies of ubiquitinG76V (SEQ. ID. 
NO. 17)), 3XUb (three copies of ubiquitinG76V (SEQ. ID. NO. 17)) and 4XUb (four 
copies of ubiquitinG76V (SEQ. ID. NO. 17)). 

30 
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Example 2. Creation of multimerized destabilization domain-P-lactamase fusion 
proteins 

The gene encoding the E. coli TEM-1 |3-lactamase was isolated from the 
plasmid pBluescript (Stratagene) by polymerase chain reaction (PGR) amplification 
5 using the PGR primers BLA5 (SEQ. ID. NO. 20 ) and ABSG107, (SEQ. ID. NO. 21) 
resulting in the deletion of the signal sequence and introduction of a BamH I 
restriction site and the amino acids below at the 5' end of the coding sequence. 

BamHl 

10 H G S GAWLHPETLVKVK 

Amino acids in bold represent original p-lactamase coding sequence, 
underlined amino acids represent the BamH I restriction site. An Xba I site was 
inserted at the 3' end of the coding sequence. The PGR fragments from these reactions 
were digested with BamH I and Xba I and ligated into pcDNA3 (Invitrogen) via the 

15 same sites. The resulting construct, pcDNA3-Bla (SEQ. ID. NO. 22), was then used 
to create in-frame fusions with the multimerized ubiquitinG76V constructs above. 
This was achieved by digesting the multimerized ubiquitinG76V constructs with the 
restriction enzymes BamH I and Hind III, and then ligating them via the same sites 
into the pcDNA3-Bla construct. These constructs were named pcDNA3-lXUb-Bla 

20 (SEQ. ID. NO. 23), pcDNA3-2XUb-Bla (SEQ. ID. NO. 24), pcDNA3-3XUb-Bla 
(SEQ. ID. NO. 25), pcDNA3-4XUb-Bla (SEQ. ID. NO. 26). To produce the wild- 
type P-lactamase protein, we used a construct that contains one copy of wild-type 
(cleavable) ubiquitin (SEQ. ID. NO. 2) fused to the p-lactamase coding region in the 
pcDNA3 vector; this plasmid is referred to as pcDNA3-Ub-Met-Bla (SEQ. ID. NO. 

25 27). Upon synthesis of the Ub-Met-Bla fusion protein, ubiquitin isopeptidases 
efficiently cleave off the N-terminal ubiquitin (SEQ. ID. NO. 2) precisely after 
glycine-76, generating the wild-type p-lactamase protein with methionine at its N- 
terminus. 

30 Example 3. Creation of multimerized destabilization domain-Naturally 
Fluorescent Protein fusions 
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The gene encoding the GFP mutant Emerald (S65T, S72A, N149K, M153T, 
I167T) (SEQ. ID. NO. 28) was amplified by PGR using the oligonucleotides GFP5' 
(SEQ. K). NO. 29) and GFP3^ (SEQ. ID. NO. 30). The resulting PGR product had a 
BamH I restriction site at the 5' end of the coding sequence and a Xba I site at the 3' 

5 end of the coding sequence. The PGR fragment from this reaction was digested with 
BamH I and Xba I and ligated into pcDNA3 via the same sites. The resulting 
construct, pcDNA3-GFP was then used to create in-frame fusions with the 
multimerized ubiquitinG76V constructs described above. This was achieved by 
digesting the pcDNA3-l-4XUb-Bla constructs (SEQ. ID. NOs, 23 to 26) with the 

10 restriction enzymes BamH I and Hind III, and then ligating the fragment encoding the 
various multiUb destabilization domains via the same sites into the pcDNA3-GFP 
construct. These constructs were named pcDNA3-lXUb-GFP (SEQ. ID. NO. 31), 
pcDNA3-2XUb-GFP (SEQ. ID. NO. 32), pcDNA3-3XUb-GFP (SEQ. ID. NO. 33), 
pcDNA3-4XUb-GFP (SEQ. ID. NO. 34). 

15 

Example 4. Creation of multimerized destabilization domain-Naturally 
Occurring Mammalian Protein fusions 

Fusions between multimerized uncleavable ubiquitinG76V (SEQ. ID. NO. 17) 
20 and caspase-3 were constructed to further investigate the relationship between the 
degree of destabilization exerted by varying the number of copies of the 
destabiUzation domain with different target proteins. 

The caspase-3 cDNA (SEQ. ID. NO. 35) was amplified by PGR using the 
primers C35' (SEQ. ID. NO. 36) and C33' (SEQ. ID. NO. 37) to add BamH I sites at 
25 the ends of the caspase-3 cDNA. The amplified caspase-3 cDNA was digested with 
BamH I then cloned into BamH I-digested pcDNA3-l-4XUb-Bla plasmids (SEQ, ED. 
NOs. 23 to 26), to create fusions of the different multiubiquitin destabilization 
domains to a caspase-3-(3-lactamase fusion. The ^-lactamase coding region was then 
removed from these plasmids by digesting to completion with Xba I followed by a 
30 partial digest with BamH L The digests were separated by agarose gel electrophoresis 
and the correct size DNA band was purified from the gel. The ends of the digested 
plasmid were blunted with the Klenow fragment of DNA polymerase and the plasmid 
recircularized by ligation. The resulting plasmids contained an in-frame fusion of the 
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ubiquitinG76V destabilization domain (with from one to four copies of 
ubiquitinG76V (SEQ. ID. NO. 17)) to the caspase-3 coding region. These plasmids 
were designated pcDNA3-l-4XUb-C3 (SEQ. ID. NO. 38 to 41). To produce the 
wild-type caspase-3 protein, the caspase-3 cDNA was amplified by PGR with primers 

5 C35Met (SEQ. ID. NO. 42) and C33' (SEQ. ID. NO. 43) and cloned directly into 
pcDNA3-Ub-Met-Bla (SEQ. ID. NO. 27). The resulting plasmid was then digested 
with BamH I and Xba I and recircularized as described above to create the wild-type 
caspase-3 control construct; this plasmid was designated as pcDNA3-Ub-Met-C3 
(SEQ. ID. NO. 44). Upon synthesis of the Ub-Met-caspase-3 fusion protein, ubiquitin 

10 isopeptidases efficiently cleave off the N-terminal ubiquitin precisely after glycine-76, 
generating the wild-type caspase-3 protein with methionine at its N-terminus (data not 
shown). 

Example 5. Characterization of multimerized destabilization domain-P- 

15 lactamase fusion proteins in vitro. 

^^S-Labeled multimerized destabilization domain-3-lactamase fusion protein 
molecules were produced using a coupled in vitro transcription/translation system 
based on a rabbit reticulocyte lysate (TNT T7 Quick; Promega). Constructs 
containing from one to four copies of the destabilization domain (pcDNA3-l-4XUb- 

20 Bla (SEQ. ID. NOs. 23 to 26) from Example 2) were incubated in the TNT lysate 
essentially as described in the manufacturer's directions in the presence of 0.25 
mCi/ml ^^S-methionine (10 mCi/ml, 1175 Ci/mmol; New England Nuclear) to 
generate ^^S -labeled fusion proteins. 

To determine the half life of the constructs, 1 yd samples of the synthesis 

25 reactions were incubated at 37''C in 9 M-1 of chase extract (crude rabbit reticulocyte 
lysate (Promega) supplemented with 100 |xg/ml cycloheximide, 1 mM ATP, 20 mM 
phosphocreatine, 2.5 mM MgCh, 5 ng/ml creatine kinase, 200 ^ig/ml ubiquitin, and 
50 \lM methionine). The rabbit reticulocyte lysate system contains all of the 
components necessary for efficient recognition and degradation of proteins by the 

30 ubiquitin-proteasome pathway. Samples were removed at 0, 5, 10, 20, 30, 45 and 60 
minutes of reaction and analyzed by polyacrylamide gel electrophoresis (SDS- 
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PAGE). The gels were treated with Amplify (Amersham) and the labeled species 
detected by autoradiography. This analysis showed that wild-type P-lactamase was 
stable over the 1 hour chase period while the ubiquitinG76V-p-lactamase fusions 
were considerably less stable (FIG. 2A). In particular, the IXUb-Bla fusions were 
modestly destabilized (ti/2 -20 min) and p-lactamase fusions containing 2, 3 or 4 
copies of ubiquitinG76V (SEQ. ID. NO. 17) were strongly destabilized (t,/2<5 min). 
In addition, the degradation of the 2XUb-Bla fusion was slightly slower than the 
degradation of p-lactamase fusions containing 3 or 4 copies of ubiquitinG76V (SEQ. 

ID. NO. 17) (FIG. 2A). 

In order to test whether the degradation of multiUb-Bla fusions in vitro is 
dependent on the proteasome, TNT synthesis reactions were performed in the absence 
or presence of the proteasome inhibitor MG132 (Calbiochem) at 50 \xM and analyzed 
by SDS-PAGE as described above. These experiments showed that inhibition of the 
proteasome resulted in a dramatic increase in the amount of fusion protein 
synthesized for p-lactamase fusions containing 2, 3 or 4 copies of ubiquitinG76V 
(SEQ. ID. NO. 17) while MG132 had very little or no significant effect on the 
synthesis of wild-type P-lactamase or IXUb-Bla (FIG. 2B). Use of MG132 in these 
in vitro reactions also revealed the presence of labeled high molecular weight species 
that represent extended ubiquitin chains conjugated to the ubiquitinG76V-P-lactamase 
fusions (also see Example 16). Therefore, the uncleavable ubiquitinG76V domains 
(SEQ. ED. NO. 17) in the multiubiquitin destabilization domain may be acting as high 
affinity conjugation sites for further ubiquitination by E2/E3 ubiquitin ligases. The 
relative lack of these high molecular weight species in the absence of MG132 reflects 
the highly efficient recognition and degradation by the proteasome of proteins tagged 
with extended polyubiquitin chains. 



Example 6. Characterization of multimerized destabilization domain-Naturally 
Fluorescent Protein fusions in vitro. 
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Characterization of the turnover of multiubiquitin-GFP fusion proteins in vitro 
was similar to the multiubiquitin-P-lactamase analyses described in Example 5, 
except that time points were taken at 0, 30, 60, 90 and 120 min. These experiments 
showed that Emerald GFP (SEQ. ID. NO. 28) is extremely stable under these 

5 conditions, and that the multiubiquitin destabilization domain was able to impart a 
short half-life upon the multiUb-GFP fusion proteins (FIG. 3). A striking feature of 
this analysis was that significant destabilization of GFP required higher numbers of 
ubiquitinG76V (SEQ. ID. NO. 17) domains than was the case for P-lactamase; P- 
lactamase could be strongly destabilized in vitro by fusion with as few as two 

10 ubiquitinG76V domains (SEQ. ID. NO. 17) (FIG. 2A) whereas GFP required at least 
three ubiquitinG76V domains (SEQ. ID. NO. 17) to be strongly destabilized (FIG. 3). 
This relationship between the destabilization domain, and the protein to be 
destabilized, emphasizes the utiUty of the multiubiquitin destabilization system, in 
that the extent of destabilization can be manipulated to give the desired properties by 

15 altering the number of ubiquitinG76V (SEQ. ID. NO. 17) domains that are present in 
the destabilization domain. 

Example 7. Characterization of multimerized destabilization domain- 
endogenous mammalian protein fusions in vitro. 

20 Characterization of the turnover of multiubiquitin-caspase-3 fusion proteins in 

vitro was performed as described in Example 5. The TNT synthesis reactions were 
diluted into chase lysate in the presence of cycloheximide and chase time points were 
taken and analyzed by SDS-PAGE and autoradiography. FIG. 4 shows that wild-type 
caspase-3 is stable over a 60 minute chase in vitro, and that fusion to the 

25 multiubiquitin destabilization domain results in rapid degradation. In particular, the 
ubiquitinG76V-caspase-3 fusions are degraded in a very similar manner to the 
ubiquitinG76V-p-lactamase fusions although the Ub-caspase-3 fusions appear to be 
degraded slightly slower in vitro than the Ub-^-lactamase fusions. Altogether, these 
data demonstrate the generalized applicability of the multiubiquitin destabilization 

30 domain approach to provide for predictable destabilized of any given chosen target 
protein using this system. 
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Example 8. Characterization of the half-life of multimerized destabilization 
domain-p-lactamase fusion proteins within cells. 

UbiquitinG76V-3-lactamase constructs in pcDNA3 (SEQ. ID. NOs. 23 to 26) 
were introduced into Jurkat T-lymphocytes by electroporation. Stable transfectants 
5 were selected in RPMI 1640 media containing 10% fetal bovine serum (Gibco) and 
0.8 mg/ml G418 (Geneticin, Gibco). Analysis of p-lactamase activity in intact Jurkat 
cells stably transfected with the pcDNA3-l-4XUb-Bla (SEQ. E). NOs. 23 to 26) 
constructs was accomplished by loading the cells with the fluorescent |3-lactamase 
substrate CCF2/AM as described in Zlokamik et al. (1998) (Science 279, 1848) 
10 followed by analysis by fluorescence activated cell sorter (Becton Dickinson FACS™ 
Vantage™) or CytoFluor microtiter plate fluorimeter (Perseptive Biosystems). For 
kinetic measurements, to determine the half-life of the fusion protein in vivo, direct 
measurements were made of p-lactamase activity in lysates prepared from cells 
expressing the various ubiquitinG76V-Bla fusions. 
15 Flow cytometry and cell sorting were conducted using a Becton Dickinson 

FACS™ Vantage™ with a Coherent Enterprise II™ argon laser producing 60mW of 
351-364 nm multi-line UV excitation. The flow cytometer was equipped with pulse 
processing and the Macrosort™ flow cell. Cells were loaded with 1 hM CCF2/AM 
for 1-2 hours at room temperature prior to sorting, and fluorescence emission was 
20 detected via 460/50nm (blue) and 535/40nm (green) emission filters, separated by a 
490nm long-pass dichroic mirror. The results from one such experiment are shown in 
FIG. 5, where the abundance of cells expressing relatively high levels of P-lactamase 
(regions R5+R6+R7) was determined. This analysis showed that the relative 
abundance of cells expressing high steady state levels of P-lactamase was inversely 
25 proportional to the number of copies of ubiquitinG76V (SEQ. ID. NO. 17) fused to P- 
lactamase, i.e., the lowest levels of p-lactamase expression were found in cells 
expressing p-lactamase fusions containing the most copies of ubiquitinG76V (SEQ. 
ID. NO. 17). 

Similar cytometric analysis experiments were used to investigate the 
30 degradation properties of multiUb-Bla fusions in vivo. Jurkat cells expressing 
multiUb-Bla fusions were treated with 50 MG132 to investigate whether the low 
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p-lactamase activity found in cells expressing 3-4XUb-Bla requires proteasome 
activity. The results, shown in Table 5, below show that the addition of inhibitor 
(+inh/-chx samples) results in a significant increase in the percentage of positive BLA 
expressing cells for the 2X, 3X and 4X ubiquitinG76V fusion protein constructs 
5 compared to the untreated controls (-inh/-chx samples.) 



TABLE 5 




-inh/-chx 

%Bla' cells 


+inh/-chx 

%Bla* cells 


-inh/+chx 

%B\a' cells 


+inh/+chx 

foBla" cells 


WT Bla 


22.5 


22.7 


17.6 


19.0 


IXUb-Bla 


17.4 


18.8 


8.5 


16.2 


2XUb-Bla 


12.0 


17.1 


2.1 


12.2 


3XUb-Bla 


8.3 


14.6 


1.5 


9.8 


4XUb-Bla 


4.1 


12.1 


0.5 


5.0 



Furthermore, treating these cells with 100 jxg/ml cycloheximide (to block 

10 protein synthesis) for one hour prior to CCF2 loading and cytometric analysis 
(compare columns [-inh/n-chx] and [-inh/-chx]) resulted in a strong decrease in p- 
lactamase activity only in cells expressing 2-4XUb-Bla and this decrease could 
largely be blocked by preincubating the cells with 50 ^iM MG132 prior to 
cycloheximide addition (column +inh/+chx, in Table 5). 

15 These data are strong evidence that the multiubiquitin domain in 

ubiquitinG76V-Bla fusions is acting as a destabilization motif that directs the rapid 
degradation of the fusions in a proteasome-dependent manner that is controlled by the 
number of ubiquitinG76V (SEQ, ID. NO, 17) domains within the multiubiquitin 
destabilization domain. 

20 In order to determine accurate quantitative measurements of the kinetic 

characteristics of the degradation of UbG76V-P-lactamase fusions in vivo, P- 
lactamase activity was determined in cellular lysates. To do this, Jurkat cells 
expressing the various forms of multiUb-Bla fusion proteins were sorted by flow 
cytometry to obtain a pool of cells representative of the Bla+ population seen in FIG. 

25 5 (Region R5+R6+R7). These cells were treated with 100 \ig/m\ cycloheximide to 
inhibit new protein synthesis, and aliquots of cells were taken at appropriate intervals, 
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to measure the ^-lactamase activity remaining. This approach enabled a determination 
of the rate of destruction of the cellular pool of p-lactamase fusion proteins within the 
cell. P-lactamase activity was determined in these cell samples by transferring them 
to ice to terminate further metabolism, and then pelleted by centrifugation. The cell 

5 pellets were converted to lysates and P-lactamase activity was measured in vitro using 
the free acid form of the 3-lactamase substrate CCF2. Aliquots of the lysates were 
assayed using 10 )iM CCF2 in PBS at room temperature. Hydrolysis of the 
fluorescent substrate was monitored in a Perseptive Biosystems CytoFluor plate 
reader using a 395/25nm excitation filter and 460/40nm emission filter. 

10 In agreement with the cell analyses by flow cytometry, cells expressing wild- 

type P-lactamase had high levels of P-lactamase activity, that was relatively resistant 
to proteolytic degradation over a 90 minute incubation period with cycloheximide; 
wild-type P-lactamase activity decayed with a half-life >2 hours (FIG. 6). Cells 
expressing IXUb-Bla fusions also contained relatively high levels of p-lactamase 

15 activity that decayed with a half-life of about 20-30 minutes. Cells expressing P- 
lactamase fused to 2 or more copies of ubiquitinG76V (SEQ. ID. NO. 17) had 
significantly less p-lactamase activity at steady state (compare 0 minute time points) 
and the half-lives of these pools of fusion proteins were strikingly short, with all three 
fusion proteins decaying with in vivo half-lives of less than 10 minutes. 

20 The p-lactamase measurements from the Jurkat cell lysates allows a 

calculation of the intracellular concentration and copy number of P-lactamase fusion 
proteins in the respective cell lines. A standard curve created of the hydrolysis of 
CCF2 by purified P-lactamase enzyme was generated and used to calculate the steady 
state concentration of P-lactamase fusion protein for each cell line. This analysis 

25 showed that there was a ten-fold difference in intracellular concentration between 
wild-type P-lactamase and 4XUb-P-lactamase at steady state (Table 6). The 
calculated concentration of wild-type P-lactamase corresponds to 21,000 molecules 
per cell, in very good agreement with the values reported by Zlokamik et al. (1998) 
(Science 279, 1848) for cells expressing high levels of wild-type P-lactamase. 

30 
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TABLE 6 


Construct 


Haii-hie 


Intracellular 
Concentration 


WT 1^1 n 
W I Jjia 


y^xz^xj mill 


35 nM 


IXUb-Bla 


20-30 min 


30 nM 


2XUb-Bla 


<10 min 


7nM 


3XUb-Bla 


<10 min 


5nM 


4XUb-Bla 


<10 min 


3.5 nM 



The kinetic data on fusion protein turnover, together with the steady state 
concentration measurements, demonstrate that the fusion of a multiubiquitin 
destabilization domain to a target protein allows for the manipulation of both the 

5 intracellular concentration, as well as, the turnover kinetics of the resulting fusion 
proteins. The present invention provides for a method of regulating the intracellular 
concentration of any target protein within a cell, independently of the rate of 
transcription of that protein. Unlike other systems of regulating the intracellular 
concentrations of target proteins, the present invention provides for the ability to 

10 "preset" the final concentration of the target protein within a ten-fold range of 
expression. 

The data with multiubiquitinG76V-p-lactamase fusions demonstrate that 
fusions containing one to four copies of ubiquitinG76V fused to ^-lactamase results in 
chimeric proteins with half-lives in vivo of from 5 to 30 minutes. There are likely to 

15 be applications that require proteins that have a half-life longer than that obtained 
with fusion to one copy of ubiquitinG76V. For such instances, it would be useful to 
have a form of uncleavable ubiquitin that is recognized by E2/E3 ubiquitin ligases 
with lower affinity and therefore result in less destabilization than with fusions to 
ubiquitinG76V. The efficient recognition and degradation of proteins by the 

20 proteasome requires the formation of extended polyubiquitin chains that are extended 
in isopeptide linkage between a critical lysine residue on ubiquitin to the C-terminus 
of the incoming ubiquitin. The internal lysine in ubiquitin most often used in such 
polyubiquitin chains is lysine-48. In order to create a longer half-life protein, it is 
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recognized that it is possible to mutagenize the ubiquitin homolog fused to the protein 
of interest such that it is not recognized by E2/E3 ubiquitin Ugases as efficiently as 
wild-type ubiquitin. It is likely that mutagenesis of lysine-48, (to Arg, His, Gin or 
Asn for example) and / or the residues surrounding it will yield a form of ubiquitin 
that is recognized and extended with lower affinity, than the non-mutant forms. The 
non extandable homologs would thus serve to create fusion proteins with longer half 
lives than is otherwise possible with wild-type ubiquitin. Typically such constructs 
would contain between one and five copies of the non-extendable, non-cleavable 
ubiquitin homologs to provide for a wide range of destabilization. 

Alternatively, random mutagenesis of the ubiquitin or mutation of other 
lysines in ubiquitin may result in a form of ubiquitin with the desired properties. 

Example 9. Characterization of the stability of multimerized destabilization 
domain-Naturally Fluorescent Protein fusions within cells. 

UbiquitinG76V-GFP constructs in pcDNA3 (SEQ. ID. NOs. 31 to 34) were 
introduced into CHO cells by Lipofectamine (Life Technologies) transfection. Stable 
transfectants were selected in RPMI 1640 media containing 10% fetal bovine serum 
(Gibco) and 0.8 mg/ml G418 (Geneticin, Gibco). Analysis of GFP fluorescence in 
CHO cells stably transfected with various ubiquitinG76V-GFP constructs was 
analyzed by flow cytometry on a Becton Dickinson FACS™ Vantage™ with a 
Coherent Enterprise IF'^ argon laser producing 60mW of 488nm UV excitation. The 
flow cytometer was equipped with pulse processing and the Macrosort™ flow cell. 
Fluorescence emission was detected via 530/30nm emission filter. The FACS 
analyses of stable populations determined that the steady state percentage of bright 
green GFP* cells varied depending on the presence of the multiubiquitin 
destabilization domain. The relative percentages of GFP'' cells are shown in the Table 
7. 



TABLE 7 


Stable CHO cell line 


% GFP* cells 


Wild-type GFP 


39.13 


IXUb-GFP 


5.74 
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3.06 


3XUb-GFP 


2.2 


4XUb-GFP 


1.93 



This analysis showed that the relative abundance of cells expressing high 
steady state levels of GFP fluorescence was inversely proportional to the number of 
copies of ubiquitinG76V (SEQ. ED. NO. 17) fused to the protein, i.e., the lowest 

5 levels of GFP-expressing cells were found in the fusions containing the most copies 
of ubiquitinG76V (SEQ. ID. NO. 17). The steady state concentration measurements 
demonstrate that fusions of a multiubiquitin destabilization domain to the highly 
stable GFP mutant Emerald (SEQ. ID. NO. 28) allows for the predictable and 
controllable manipulation of the intracellular concentrations of naturally fluorescent 

10 proteins. 

Example 10. Construction of destabilization domain - linker - reporter moiety 
fusion proteins 

Ubiquitin-P-lactamase fusion proteins containing a specific protease cleavage 
15 site were constructed by annealing the complementary oligonucleotides DEVD-1 
(SEQ. ID. NO. 45) and DEVD-2 (SEQ. ID. NO. 46) that encode a caspase-3-type 
cleavage site and produce BamH I compatible ends. This oligonucleotide cassette 
was ligated into BamH I-digested pcDNA3-l-4XUb-Bla plasmid constructs (SEQ. 
ID. NOs. 23 to 26) described in Example 2. The resulting constructs encode an in- 
20 frame fusion protein consisting of from one, to four, copies of ubiquitinG76V (SEQ. 
ID. NO. 17) separated from ^-lactamase by linker containing a caspase-3 cleavage 
site; the plasmids were designated as pcDNA3-l-4XUb-DEVD-Bla (SEQ. ID. NOs. 
47-50). A control linker containing a DEVA site that should not serve as a cleavage 
site for caspase-3-like proteases was constructed in an identical manner using DEVAl 
25 (SEQ. ID. NO. 51) and DEVA2 primers (SEQ. ID. NO. 52) and the resulting 
plasmids were designated as pcDNA3-l-4XUb-DEVA-Bla (SEQ. ID. Nos. 53-56). 



30 
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End of Ubiquitin-G76V (SEQ. ID. NO. 17) Start of |3-lactamase 

i i 
LVLRLRGVGSVGAVGSVGDEVDGSGAWLHPETLVKV 

t 

Recognition site for post-translational activity 

Example 11. Detection of caspase activity using destabilized reporter moieties in 
vitro 

^^S-labeled ubiquitin-P-lactamase fusion proteins containing a cleavage site 
for the group n effector caspase-3 were produced by in vitro transcription/translation 
reactions as described in Example 2 except that plasmids pcDNA3-l-4XUb-DEVD- 
Bla (SEQ. ID. NOs. 47-50) or control plasmids pcDNA3-l-4XUb-DEVA-Bla (SEQ. 
ID. NOs. 53-56) were used as templates. The ^^S-labeled proteins were then used as 
substrates for purified caspase-3 in an in vitro cleavage reaction. The 12 \i\ reaction 
consisted of 4 |J,1 of ^^S-labeled ubiquitin-DEVD/A-Bla fusion proteins, 100 mM 
HEPES pH 7.5, 10% sucrose, 0.1% CHAPS, 10 mM DTT and 25 nM purified 
recombinant caspase-3. The reactions were incubated at 3(fC and samples taken at 0, 
5, 10, 20, 30, 45, and 60 minutes and analyzed by SDS-PAGE and autoradiography. 
The results from 2XUb-DEVD-Bla and 2XUb-DEVA-Bla fusion proteins are shown 
in FIG. 7A. The 2XUb-DEVD-Bla fusion served as a very good substrate for 
caspase-3 with over 90% cleavage within 5 minutes. In contrast, the 2XUb-DEVA- 
Bla fusion was not cleaved by caspase-3 in vitro, even at extended incubation times. 
The 2XUb-DEVD-Bla cleavage product seen in FIG. 7A co-migrates on SDS-PAGE 
gels with p-lactamase fused to the short DEVD linker region (data not shown) and 
verifies the position of the cleavage site and identifies the labeled cleavage product as 
the P-lactamase portion of the cleaved fusion. The liberated destabilization domain is 
much smaller and has run off the gel in this experiment. These data demonstrate that 
the DEVD fusion serves as an efficient substrate for caspase-3 and the lack of 
cleavage with the DEVA fusion confirms that the cleavage is occurring ate the DEVD 
site. 

The protease assay outlined above requires that the protease cleavage result in 
a stabilization of the catalytic domain of the reporter. To test whether this is the case, 
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we mixed approximately equal portions of cleaved and uncleaved S-labeled 
reporters from in vitro cleavage reactions identical to those in FIG. 7A and then 
diluted the fragments into crude chase lysate containing cycloheximide to perform a 
chase experiment. The reactions were incubated at 3TC and samples were taken at 0, 

5 5, 10, 20, 30 and 60 minutes and analyzed by SDS-PAGE and autoradiography. FIG. 
7B shows that the uncleaved intact 2XUb-DEVD-Bla or 2XUb-DEVA-Bla reporters 
were degraded very rapidly in vitro with a half-life of less than 5 minutes. In contrast, 
the cleavage product from the 2XUb-DEVD-Bla reporter lacks the destabilization 
domain and as a result is very stable in vitro. These data confirm that the intact and 

10 cleaved versions of the p-lactamase reporters have dramatically different half-lives 
and provide evidence that this difference in stability may provide a format for 
assaying endoprotease activity in vivo. 

Example 12. Detection of effector caspase protease activity using destabilized 
15 reporter moieties within cells 

Plasmids pcDNA3-l-4XUb-DEVD-Bla (SEQ. ID. NOs. 47-50) and pcDNAS- 
l-4XUb-DEVA-Bla (SEQ. ID. NOs. 53-56) were transfected into Jurkat cells and 
selected for stable transfectants as described in Example 8. The stable transfectants 
were sorted by flow cytometry using Becton Dickinson FACS^^* Vantage™ SE and 

20 FACS™ Vantage™ flow cytometers. The FACS™ Vantage™ SE was equipped 
with Turbosort Option, pulse processing, ACDU, and Coherent Innova 302C krypton 
and Coherent Innova 70 Spectrum mixed-gas krypton-argon lasers. The FACS™ 
Vantage™ was equipped with pulse processing, ACDU, and Coherent Enterprise II 
and Coherent Innova 70 Spectrum mixed-gas krypton-argon (with violet option) 

25 lasers. For p-lactamase experiments, 60mW of 413nm laser emission was used for 
CCF2 excitation, with a 500nm dichroic filter separating a 460/50nm (CCF2 blue 
fluorescence) and a 535/40nm bandpass filter (green fluorescence). Single cells with 
the desired level of ^-lactamase expression were sorted into individual wells of 96- 
well plates using the Automatic Cell Deposition Unit (ACDU) on the FACS™ 

30 Vantage™ and expanded for analysis of homogeneous clonal populations. All 
results in this Example utilized clonal lines. 
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The clonal cell lines were initially screened for expression of ^-lactamase and 
the ability to degrade the Ub-DEVD-Bla or Ub-DEVA-Bla fusion rapidly. This initial 
screen was accomplished by treating an aliquot of cells with 100 [ig/ml 
cycloheximide followed by incubation at 3TC for 1 hour (chase period). Treated and 

5 untreated cells were loaded with 1 jxM CCF2-AM for 1 hour at room temperature and 
p-lactamase levels were quantified using a CytoFluor microtiter plate fluorimeter 
(Perseptive Biosystems) using 395/25nm excitation and 460/40 (blue) nm and 530/30 
(green) nm emission filters. Emission ratios were calculated from background- 
subtracted values (background=media+CCF2 alone) and expressed as a 460/530nm 

10 ratio where a high ratio indicates high P-lactamase activity. This analysis showed that 
Ub-DEVD-Bla fusions with two or more copies of ubiquitinG76 V (SEQ. ID. NO. 17) 
gave satisfactory chase characteristics, with fusions to two copies of UbiquitinG76V 
(SEQ. ID. NO. 17) giving the highest steady state levels (no chase) of fusion protein 
(data not shown). In contrast, IXUb-DEVD-Bla fusions were not sufficiently 

15 destabilized to be usable with this assay format as cells expressing the fusion required 
extended cycloheximide treatments (data not shown). As the 2-4XUb-DEVD-Bla 
fusions all exhibited satisfactory rates of proteolytic turnover in cells, the 2X 
ubiquitinG76V destabilization domain was used with the DEVD-Bla fusions because 
it gave the best performance (expression levels vs. turnover kinetics) in this particular 

20 application. It is worth noting here that due to the variability in the intrinsic stability 
of different proteins fused to the ubiquitinG76V (SEQ. ID. NO. 17) destabilization 
domain; fusions of other cellular proteins with multimerized destabilization constructs 
would be expected to require a dissimilar number of copies of ubiquitinG76V (SEQ. 
ID. NO. 17) to impart sufficiently rapid turnover kinetics (data not shown). A key 

25 advantage of the present invention is the ability to meet this need by varying the 
number of destabilization domains present within the multimerized destabilization 
domain construct. 

One clonal cell line from each of 2XUb-DEVD-Bla and 2XUb-DEVA-Bla 
cell populations was characterized in detail. To establish the background (no 3- 
30 lactamase) control value, wild-type Jurkat cells containing no p-lactamase activity 
were loaded with CCF2-AM and the 460/530 fluorescence ratio measured. The value 
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obtained, about 0.05, establishes the background ratio exhibited by cells in the 
absence of p-lactamase activity. When the 2XUb-DEVD-Bla and 2XUb-DEVA-Bla 
clones were treated with cycloheximide (chx) for 1 hour at 3TC prior to CCF2-AM 
loading, they both exhibited 460/530 ratios very near the background ratio of 0.05, 
5 demonstrating that the cells retained the ability to degrade the 2XUb-Bla fusion very 
efficiently (Table 8). 



TABLE 8 




2XUb-DEVD-Bla 

460/530 emission ratio 


2XUb-DEVA-BIa 

460/530 emission ratio 


no chx 


1.80 


1.60 


H-chx 


0.07 


0.07 


4-aFas/-chx 


1.25 


1.10 


H-otFas/H-chx 


0.67 


0.12 


+aFas/+inh/+chx 


0.08 


0.09 



The fact that there is a significant difference in stability between the uncleaved 

10 reporter and the cleavage product in vitro (FIG. 7B) forms the basis for an assay for 
protease activity in intact cells. As shown in Table 8, in the absence of caspase 
activity, both 2XUb-DEVD-Bla and 2X-Ub-DEVA-Bla fusions are rapidly degraded 
to very low levels in the presence of cycloheximide to inhibit new protein synthesis. 
Treatment of Jurkat cells with Fas ligand will result in the activation of Fas receptor - 

15 an apoptosis signaling receptor found on the surface of a number of cell types that 
belongs to the tumor necrosis factor (TNF)/nerve growth factor family. Fas activation 
ultimately leads to the activation of the group II caspases that efficiently cleave 
substrates containing DEVD recognition motifs. In order to activate this pathway and 
measure the activity of group II caspases using the DEVD-Bla reporter in intact cells, 

20 an anti-Fas antibody (CH-11 anti-Fas IgM; Kamiya Biomedical Co., Seattle, WA) 
was used to cross-link the receptor and stimulate the activation of group 11 caspases. 
Western blot analysis of the anti-Fas-treated cells confirmed the proteolytic activation 
of caspase-3 (data not shown), the major group II caspase activity in Jurkat cells. 
Treatment of Jurkat cells expressing 2XUb-DEVD-Bla or 2XUb-DEVA-Bla reporter 

25 with 50 ng/ml anti-Fas IgM for 6 hours at 3TC resulted in a modest decrease in the 
steady-state levels of the reporter (Table 8), most likely due to the inhibition of 



Auro-039.00us 

Aurora Biosciences Corp. 



83 



protein synthesis that is known to accompany apoptosis. At this point, the activation 
of group II caspases will result in the cleavage and stabilization of some proportion of 
the DEVD-Bla (but not the control DEVA-Bla) reporters. Treatment of such cells 
with cycloheximide would then allow for the clearing of the uncleaved, short half-life 
5 reporters while leaving the stable cleaved reporters as the sole forms of ^-lactamase 
activity in the cells. Table 8 shows that cycloheximide addition to anti-Fas treated 
cells (+aFas/+chx) resulted in the stabiHzation of a significant fraction of the DEVD- 
Bla reporters while the DEVA-Bla reporters cannot be cleaved and stabilized. To 
show that the stabilization of the DEVD-Bla reporters is due to caspase activation, we 

10 used the peptide inhibitor Z-VAD-fmk (Enzyme Systems Products, Livermore, CA) 
that is a potent broad inhibitor of caspases. Treatment of the cells with 10 jlM Z- 
VAD-fmk coincident with anti-Fas addition blocked the stabilization of DEVD-Bla 
reporters. Treatment of the cells with cycloheximide resulted in the degradation of the 
non cleaved constructs to background levels of ^-lactamase activity 

15 (4-aFas/+Inh/+chx). Comparison of p-lactamase levels in antiFas-treated DEVD-Bla- 
expressing cells in the presence or absence of Z-VAD-fmk inhibitor determines the 
dynamic range of the assay; in this particular experiment the dynamic range is 
approximately 8-fold. These data demonstrate that the cleavage and stabilization of 
short half-life P-lactamase protease reporters provides a sensitive and specific assay 

20 for measuring the activation of caspases in intact cells. 

It is of note that this assay format would permit the identification of 
compounds that stimulate group II caspases and subsequent apoptosis 
(agonist/inducer format) as well as compounds that inhibit caspase activity stimulated 
by a known reagent such as anti-Fas IgM (antagonist/inhibitor format). As evidence 

25 for this assay being useful for both inducer and inhibitor applications, we generated 
dose-response curves for both an inducer of caspases and apoptosis (anti-Fas IgM) 
and an inhibitor of anti-Fas induced apoptosis (Z-VAD-fmk). FIG. 8 shows that the 
assay in Jurkat cells expressing 2XUb-DEVD-Bla generates sufficient dynamic range 
to detect low concentrations of the inducer anti-Fas IgM (EC5o= 11 ng/ml). In 

30 addition, treatment of Jurkat cells expressing 2XUb-DEVD-Bla with 50 ng/ml anti- 
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Fas IgM allows sensitive detection of inhibition by Z-VAD-fmk with IC5o= 5 |iM 
(FIG. 8). 

5 Example 13. Creation of reporters for viral self-cleaving proteases using 
multimerized destabilization domain-p-lactamase-rhinovirus 2A protease 
fusions. 

The gene encoding the human rhinovirus 14 2A protease (SEQ. ED. NO. 57) 
was isolated by PGR amplification from genomic RNA by RT-PCR using 

10 oligonucleotides HRV145' (SEQ. ID. NO. 58) and HRV143\ (SEQ. ID. NO. 59). 
The resulting PGR product had BamH I sites at both ends of the HRV14 2A protease 
sequence and could be inserted in frame into the pcDNA3-l-4XUb-Bla vectors (SEQ. 
ID. Nos. 23-26) from example 2. The PGR fragment from this reaction was digested 
with BamH I and ligated into pcDNA3-3XUb-Bla (SEQ. ID. NO. 25). The resulting 

15 construct, pcDNA3-3XUb-Bla HRV14 (SEQ. ID. NO. 60) was further characterized 
in vitro and within cells. 

In addition to the HRV14 2A protease constructs, two additional constructs 
were made for the HRV16 2 A protease. The gene for the human rhinovirus 16 
sequence 2A protease (SEQ. ID. NO. 61) was isolated by polymerase chain reaction 

20 (PGR) amplification of a plasmid template. The PGR template was a plasmid 
construct containing the entire HRV16 genome (a gift from Dr. Wai Ming Lee at the 
University of Wisconsin). Ohgonucleotides HRV165' (SEQ. ID. NO. 62) and 
HRV163', (SEQ. ID, NO. 63) were used in a PGR reaction with the HRV16 plasmid 
resulting in a PGR product that had BamH I sites at both ends of the HRV16 2 A 

25 protease sequence. The PGR fragment from this reaction was digested with BamH I 
and ligated into pcDNA3-3XUb-Bla (SEQ. ID. NO. 25) and pcDNA3-Ub-Met Bla 
(SEQ. ID. NO. 27) via the BamH I site. The resulting constructs were pcDNA3- 
3XUb-Bla HRV16 (SEQ. ID. NO. 64) and pcDNA3-Ub-Met-Bla HRV16 (SEQ. ID. 
NO. 65). In addition, two mutant constructs were made for the HRV16 2A protease. 

30 These mutants corresponded to mutations at two residues of the putative catalytic 
triad for the 2A protease and should result in a catalytically inactive mutant, 
specifically, aspartate 35 was mutated to alanine (D35A) and cysteine 106 was 
mutated to alanine (G106A). These derivatives were generated by mutagenesis of the 
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HRV16 2A protease using oligonucleotide HRV16 D35A (SEQ. ED. NO. 66) and 
oligonucleotide HRV16 C106A (SEQ. ED. NO. 67). The resulting plasmids were 
designated as pcDNA3-3XUb-Bla HRV16(C106A) (SEQ. ID. NO. 68), pcDNA3- 
3XUb-Bla HRV16(D35A) (SEQ. ID. NO. 69), pcDNA3-Ub-Met-Bla 
5 HRV16(C106A) (SEQ. ID. NO. 70) and pcDNA3-Ub-Met-Bla HRV16(D35A) (SEQ. 
ID. NO. 71). 

Example 14* Detection of Rhinovirus protease activity using destabilized 
10 reporter moieties in vitro. 

^^S-labeled ubiquitin-P-lactamase fusion proteins containing the HRV14 and 
HRV16 2A proteases, as well as the mutants above, were produced by in vitro 
transcription/translation reactions as described in Example 5. The plasmids pcDNA3- 
3XUb-BIa HRV16 (SEQ. ID. NO. 64), pcDNA3-3XlJb-Bla HRV16(C106A) (SEQ. 

15 ID. NO. 68), pcDNA3-3XUb-Bla HRV16(D35A) (SEQ. ID. NO. 69), pcDNA3-Met 
Ub-Bla HRV16 (SEQ. ID. NO. 65), pcDNA3-3XUb-Bla HRV14 (SEQ. ID. NO. 60), 
and pcDNA3-MetUb-Bla HRV14 (SEQ. ID. NO. 72) were used as templates. The 
reactions were incubated at 30°C for 45 min and analyzed by SDS-PAGE and 
autoradiography. FIG. 9A shows the results of TNT synthesis reactions for the wild- 

20 type HRV16 2A and the two mutant HRV16 2A constructs. Shown are the levels of 
expression for the stable (Met) and destabilized 3X ubiquitinG76V HRV16 2A-Bla 
fusions. As expected, the level of expression is higher in the stable methionine 
containing constructs than the destabilized 3XUb constructs (FIG. 9A). The wild- 
type HRV16 2 A fusions also show significant accumulation of the lower molecular 

25 weight stable cleavage product indicating that the fusions exhibit robust autocatalytic 
cleavage activity in these in vitro reactions. In contrast, mutation of residues in the 
putative catalytic triad (aspartate 35 and cysteine 106) blocked formation of the stable 
cleavage product, indicating that these mutants are indeed catalytically inactive. 

The protease assay outlined in Example 10 requires that protease cleavage 

30 results in a stabihzation of the catalytic domain of the reporter. To test for this 
requirement the pcDNA3-3XUb-B]a HRV14 TNT reaction was diluted into chase 
lysate containing cycloheximide to perform a chase experiment. The reactions were 
incubated at 37^C for 60 minutes and analyzed by SDS-PAGE and autoradiography. 
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FIG. 9B shows that the uncleaved intact 3XUb-HRV14-Bla reporter was completely 
degraded during the 60 minute chase. In contrast, the cleavage product from the 
3XUb-HRV14-Bla reporter lacks the destabiUzation domain, and as a result, is stable 
in vitro. These data confirm that the intact and cleaved versions of the HRV 2A-P- 
5 lactamase fusion reporters have dramatically different half-lives and provide evidence 
that this difference in stability can provide the basis for assaying self-cleaving 
protease activity in side intact cells. 

Example 15. Detection of Rhinovirus protease activity using destabilized 
10 reporter moieties in vivo. 

The biochemical properties of self-cleaving cis proteases such as rhinovirus 
2A pose several technical challenges that have hampered the development of a 
screening format to allow for the identification of inhibitors or activators in cell based 
assays. First, the activity of the protease is directed toward cleavage of itself. This 

15 rules out the use of separate reporters that are cleaved in trans and limit the catalytic 
output of the assay, i.e., a single protease molecule generates a single cleavage 
product and this fact eliminates the catalytic amplification used in traditional assays 
for trans-cleaving proteases. In order to address these limitations, the |3-lactamase 
reporters are incorporated into the 2A protease itself, thereby measuring the cis 

20 cleavage reaction directly and gaining the advantage of a catalytic reporter that can 
cleave many CCF2 substrate molecules per reporter. Since the HRV 2A protease 
undergoes the self-cleavage reaction immediately upon synthesis, the screening assay 
must be performed on newly synthesized HRV 2A-3-lactamase reporters. A screen to 
identify inhibitors of the protease must incorporate a step where test compounds are 

25 added and their effect then measured. As cleaved stable ^-lactamase reporters will 
accumulate in the cell as the HRV 2A-Bla reporters are being constitutively 
expressed, it is essential to eliminate the readout due to such cleavage products that 
are generated before the test compound is added. To do this, the |3-lactamase inhibitor 
clavulanate was used. Clavulanate is a non-cytotoxic irreversible inhibitor of p- 

30 lactamase and overnight treatment of Jurkat cells reduces p-lactamase levels to 
background (See commonly owned U.S. Patent Application No. 09/067,612 filed 
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April 28 1998). Therefore, clavulanate treatment of Jurkat cells expressing HRV 2A- 
Bla fusions eliminates the |3-lactamase activity that is present in the cell resulting 
from both uncleaved and cleaved ^-lactamase reporters. In essence, this has the effect 
of "zeroing out" the ^-lactamase activity in the cells and bringing the cells back down 

5 to baseline activity. The clavulanate can then be washed out and test compound 
added. New synthesis of HRV 2A-Bla reporters will result in the accumulation of the 
fusion protein reporter in the cells and the self-cleavage reaction will now be subject 
to inhibition by the test compound. After an appropriate interval to allow for the 
cleavage of newly synthesized reporters has passed, the cells can be treated with 

10 cycloheximide to clear out the unstable uncleaved reporters and the resulting (3- 
lactamase activity will be due exclusively to cleaved, stabilized reporters. 

Plasmids pcDNA3-3XUb-Bla HRV16 (SEQ. ID. NO. 64) and pcDNA3- 
3XUb-Bla HRV14 (SEQ. ID. NO. 60) were transfected into Jurkat cells and selected 
for stable transfectants as described in Example 8. The stable transfectants were 

15 sorted by flow cytometry using Becton Dickinson FACS™ Vantage™ SE and 
FACS™ Vantage™ flow cytometers. The FACSt>^ Vantage™ SE was equipped 
with Turbosort Option, pulse processing, and Coherent Innova 302C krypton and 
Coherent Innova 70 Spectrum mixed-gas krypton-argon lasers. The FACS^i^ 
Vantage™ was equipped with pulse processing, and Coherent Enterprise II and 

20 Coherent Innova 70 Spectrum mixed-gas krypton-argon (with violet option) lasers. 
For (3-lactamase experiments, 60mW of 413nm laser emission was used for CCF2 
excitation, with a 500nm dichroic filter separating a 460/50nm (CCF2 blue 
fluorescence) and a 535/40nm bandpass filter (CCF2 green fluorescence). Single 
cells with the desired level of P-lactamase expression were sorted into individual 

25 wells of 96-well plates using the Automatic Cell Deposition Unit (ACDU) on the 
FACS'^^ Vantage™ and expanded for analysis as homogeneous clonal populations. 
All results in Example 15 utilized clonal lines. 

Selected clones (25-50 for each construct) were then expanded further for 
analysis. Clones were treated for 16 hours with 300 \iM clavulanate, washed twice 

30 with phosphate buffered saline (PBS), incubated for 2 hours at 37°C, treated for 1 
hour at 37°C with 100 ^ig/ml cycloheximide, and then loaded with CCF2-AM for 2 
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hours at room temperature. The individual clones were then screened visually by 
fluorescence microscopy. At least 24 individual clones v^ere tested in this manner for 
each construct and one clone chosen for each construct. 

To assay HRV 2A protease activity, the selected Jurkat stable cell clones were 

5 treated for 16 hours with 300 |LiM clavulanate to inactivate pre-existing cleaved and 
uncleaved HRV 2A-Bla fusion protein. Cells were then washed twice with PBS, 
resuspended at 100,000 cells/well in 100 jxl RPMI + 10% FBS in 96-well plates. The 
cells were incubated at 3TC for 4 hours in the presence or absence of an inhibitor of 
the 2A protease. Cells were treated with 100 M'g/ml cycloheximide for 30 minutes at 

10 37°C, loaded with CCF2-AM for 2 hours at room temperature and read on the 
CytoFluor plate reader as described in Example 8. Inhibitor compounds, radicicol and 
geldanamycin, were used for the validation of the HRV protease cell-based assay. 
These compounds are known inhibitors of the Hsp90 heat shock protein (see Roe et 
al., (1999) J. Med. Chem. 42 260-266), which is required for the folding and 

15 regulation of a number of cellular proteins and can inhibit HRV 2A protease activity 
in vitro (data not shown). Compounds were tested at 1 |xM for their ability to inhibit 
the HRV 2A protease cell-based assay using clones expressing HRV16 and HRV14 
2A protease reporters. Jurkat cells expressing 3XUb-Bla-HRV14 or HRV16 2A 
protease fusion proteins contained significant p-lactamase activity in the absence of 

20 the inhibitors (Table 9). Both radicicol and geldanamycin showed strong inhibition 
of cellular p-lactamase activity remaining after the cycloheximide chase. The 
inhibitors are not simply inhibiting ^-lactamase enzyme activity because control 
experiments showed that radicicol and geldanamycin did not inhibit 3-lactamase 
activity in Jurkat cells expressing wild-type p-lactamase (data not shown). These data 

25 demonstrate that the p-lactamase activity present after a cycloheximide chase is due to 
HRV 2A protease activity and that this P-lactamase activity can be blocked using 
inhibitors of HRV 2A protease. These results further demonstrate that Jurkat cells 
expressing 3XUb-Bla HRV 2A fusion proteins constitute a robust cell-based assay for 
HRV 2A cis-protease activity. The difference in P-lactamase activity between 

30 untreated and inhibitor-treated cells determines the dynamic range of this assay; in 
this particular experiment, the assay dynamic range is approximately 6-fold. 
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TABLE 9 




3XUb-HRV14-Bla 
460/530nm ratio 


3XlJb-HRV16-Bla 
460/530nm ratio 


no inhibitor 


1.022 


0.895 


+ radicicol 


0.152 


0.229 


+ geldanamycin 


0.153 


0.239 



Example 16. Detection of Proteasome activity within cells using destabilized 
reporter moieties and use in the identification of proteasome inhibitors. 

5 A direct application of the destabilized reporter fusions is in the measurement 

of the activity of the proteolytic activity that responsible for the constitutive 
degradation of the reporter in cells. Ubiquitinated proteins are known to be degraded 
by the multi-subunit proteasome. In addition, the proteasome is responsible for the 
degradation of the large majority of cellular proteins see Lee and Goldberg, (1998) 

10 Trends Cell Biol., 8 397-403). The proteasome itself has been implicated in a number 
of pathological conditions resulting from either increased or decreased proteasome 
activity (see Ciechanover, (1998) EMBO J. 17 7151-7160). As such, the proteasome 
represents an attractive target for intervention in pathological conditions using small 
molecule inhibitors or activators. 

15 Inhibitors of the proteasome were initially tested in vitro for inhibition of 

degradation of 2XUb-Bla. Transcription/translation reactions on the pcDNA3-2XUb- 
Bla (SEQ. ID. NO. 24) construct were preformed as described in Example 5. The ^^S- 
labeled synthesis reactions were diluted into crude chase lysates in the presence of 
cycloheximide and inhibitor and incubated at 37°C for 20 minutes. Samples were 

20 then analyzed by SDS-PAGE and autoradiography. FIG. 10 shows that >90% of the 
starting ^^S -labeled fusion protein is degraded by the 20 minute time point in the 
absence of proteasome inhibitors. Addition of the inhibitor MG132 (Calbiochem) at 
50 ]a,M resulted in a significant increase in the intact, un-conjugated fusion protein as 
well as the appearance of high molecular weight labeled species that represent 

25 extensive further ubiquitination of the fusion protein. The high molecular weight 
ubiquitin conjugates accumulate prominently in the presence of MG132 because they 
are recognized so efficiently by the proteasome that they are barely visible without 
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inhibiting their degradation. Additional proteasome inhibitors gave very similar 
results: 10 \iM lactacystin P-lactone (Calbiochem) and 50 Ac-LLN (Sigma) 
stabilized the 2XUb-Bla fusion protein and caused the accumulation of high 
molecular weight ubiquitin conjugates. 
5 Proteins destined to be degraded by the proteasome are initially modified by 

the covalent addition of ubiquitin to lysines within the targeted protein through an 
isopeptide linkage between the C-terminal residue of ubiquitin and the £-amino 
groups of the substrate protein. The conjugated ubiquitin(s) acts as a high affinity 
conjugation site for the addition of additional ubiquitin polypeptides in isopeptide 
10 linkage between the C-terminus of the incoming ubiquitin to a lysine residue within 
the conjugated ubiquitin. When the ubiquitin chains reach a critical size four or more 
ubiquitin residues long (see Thrower et al., (2000) EMBO J. 19 94-102)), the 
ubiquitin-protein conjugate is recognized by the proteasome with high affinity, the 
substrate protein is degraded and the ubiquitin residues are recycled for further rounds 
15 of ubiquitination. To test whether poly-ubiquitination is required for the degradation 
of 2XUb-Bla, we used a form of ubiquitin where all amines had been reductively 
methylated, thereby producing a form of ubiquitin that can be conjugated but not 
extended. When methylated ubiquitin (MeUb) was added to the in vitro degradation 
system at 1 mg/ml, it significantly stabilized 2XUb-Bla and resulted in the appearance 
20 of ladders of labeled species that contain low (1-5 copies) numbers of conjugated 
ubiquitin polypeptides. (FIG. 10) It also inhibited the formation of the very high 
molecular weight ubiquitin-substrate conjugates observed with the proteasome 
inhibitors. Collectively, the in vitro inhibitor data demonstrate that the multiubiquitin 
destabiUzation domain targets degradation of the protein it is fused to in a 
25 proteasome-dependent manner that requires poly-ubiquitination of the substrate for 
high efficiency recognition/degradation. 

Jurkat cells expressing 2XUb-Bla fusion protein were used to test several 
inhibitors of proteasome function that were active in the in vitro system to determine 
if they were also active within living cells. Cells were treated with various 
30 concentrations of the proteasome inhibitors MG132 or Ac-LLN for 30 minutes at 
37°C and then cycloheximide was added to 100 fig/ml to initiate a chase period. After 
1 hour at 37°C, the cells were cooled to room temperature and then loaded with 1 
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CCF2-AM and p-lactamase activity quantified using a CytoFluor plate reader. The 
background-subtracted emission values at 460 nm and 530 nm were expressed as a 
460/530 ratio and dose-response curves were plotted. FIG. 11 shows that both 
MG132 and Ac-LLN exhibited a dose-dependent inhibition of the decay of (3- 

5 lactamase activity indicating that they had inhibited the intracellular degradation of 
the ubiquitin-P-lactamase fusion protein. IC50 values calculated from linear 
regression analysis were found to be 13 \iM for Ac-LLN and 2.1 for MG132 and 
are within the characteristic range for inhibition of substrates degraded by the 
proteasome (see Lee and Goldberg, (1998) Trends Cell Biol., 8 397-403). These data 

10 demonstrate that the multiubiquitin destabilization domain fused to p-lactamase can 
serve as a robust cell-based 96-well format screening assay for inhibitors of the 
proteasome. 

All publications and patents mentioned in the above specification are herein 
incorporated by reference. Various modifications and variations of the described 

15 method and system of the invention will be apparent to those skilled in the art without 
departing from the scope and spirit of the invention. Although the invention has been 
described in connection with specific preferred embodiments, it should be understood 
that the invention as claimed should not be unduly limited to such specific 
embodiments. Indeed, various modifications of the above-described modes for 

20 carrying out the invention which are obvious to those skilled in the field of molecular 
biology or related fields are intended to be within the scope of the following claims. 
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SEQUENCE ID. LISTING 

(1) GENERAL INFORMATION: 

5 

(iii) NUMBER OF SEQUENCES: 72 

(2) INFORMATION FOR SEQ. ID. NO. 1: 

10 

(1) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6 amino acids 
15 (B) TYPE: peptide 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

20 

(ii) MOLECULE TYPE: peptide 

(B) LOCATION: 1....6 

25 (xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: I 

DSGLDS 

(2) INFORMATION FOR SEQ. ID. NO.: 2: 

30 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 228 base pairs 
35 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

40 

(ii) MOLECULE TYPE: Genomic DNA 
(ix) FEATURE: 

45 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 228 
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(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 2: 

5 

ATG GAG ATC TTC GTG AAG ACT CTG ACT GGT AAG ACC ATC ACC CTC GAA GTG 
GAG CCG AGT GAG ACC ATT GAG AAT GTC AAG GCA AAG ATC CAA GAC AAG GAA 
GGC ATC CCT CCT GAC CAG CAG AGG TTG ATC TTT GCT GGG AAA CAG CTG GAA 
GAT GGA CGC ACC CTG TCT GAC TAC AAC ATC CAG AAA GAG TCC ACC CTG CAC 
10 CTG GTA CTC CGT CTC AGA GGT GGG 

(2) INFORMATION FOR SEQ. ID. N0.:3 (BLA): 

(i) SEQUENCE CHARACTERISTICS: 

15 

(A) LENGTH: 795 base pairs 

(B) TYPE: nucleic acid 

20 (C) STRANDEDNESS: double 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: Genomic DNA 

25 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

30 (B) LOCATION: 1 795 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 3: 

range 1 to 795 

35 

10 20 30 40 50 

ATG AGT CAC CCA GAA ACG CTG GTG AAA GTA AAA GAT GCT GAA GAT CAG TTG 
40 Met Ser His Pro Glu Thr Leu Val Lys Val Lys Asp Ala Glu Asp Gin Leu 

60 70 80 90 100 

•k -k * * -k k * -k 

GGT GCA CGA GTG GGT TAC ATC GAA CTG GAT CTC AAC AGC GGT AAG ATC CTT 
45 Gly Ala Arg Val Gly Tyr He Glu Leu Asp Leu Asn Ser Gly Lys He Leu 

110 120 130 140 150 

GAG AGT TTT CGC CCC GAA GAA CGT TTT CCA ATG ATG AGC ACT TTT AAA GTT 
50 Glu Ser Phe Arg Pro Glu Glu Arg Phe Pro Met Met Ser Thr Phe Lys Val 

160 170 180 190 200 
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■k 






•k 












* 




5 


Leu 


Leu 


IKu 1 

Cys 


Gly 


GCG 
Ala 


GTA 
Val 


Leu 


TCC 
Ser 


CGT 
Arg 


fiTT 

Val 


GAC GCC 
Asp Ala 


Gly 


CAA GAG 
Gin Glu 


CAA 
Gin 


PTP 

Leu 






210 
* 




•k 


220 




230 

■k 




■k 


240 




250 

■k -k 


* 


10 


GGT 
Gly 


CGC 
Arg 


CGC 

Arg 


ATA 
He 


CAC 
His 


TAT 
Tyr 


TCT 
Ser 


CAG 
Gin 


AAT 
Asn 


GAC 
Asp 


TTG 
Leu 


GTT 
Val 


GAG 
Glu 


TAC TCA 
Tyr Ser 


CCA 

Pro 


GTC 
Val 




260 






270 
* 




★ 


2i 


JO 




290 




300 
* * 




-k 


15 


ACA 
Thr 


GAA 
Glu 


AAG 
Lys 


CAT 
His 


CTT 
Leu 


Thr 


GAT 
Asp 


GGC 
Gly 


ATP 

Met 


ACA 
Thr 


GTA 
Val 


AGA 
Arg 


GAA 
Glu 


Leu Cys 


ACT 
Ser 


GCT 
Ala 




310 




320 






330 

■k 




* 


340 

•k 




350 






20 


GCC 
Ala 


ATA 
He 


ACC 
Thr 


ATG 
Met 


AGT 
Ser 


Asp 


AAC 
Asn 


ACT 
Thr 


Ala 


GCC 
Ala 


AAC 

Asn 


TTA 
Leu 


CTT 
Leu 


CVCl APA 

Leu Thr 


AP/^ 

Thr 


ATC 
He 




360 






370 
* 




380 

•k 






390 




* 


400 

■k 






25 


GGA 
Gly 


GGA 
Gly 


CCG 
Pro 


AAG 
Lys 


GAG 

Glu 


CTA 
Leu 


ACC 
Thr 


GCT 
Ala 


TTT 
Phe 


TTG 
Leu 


CAC 
His 


AAC 
Asn 


ATG 
Met 


GGG GAT 
Gly Asp 


CAT 
His 


GTA 
Val 




410 






420 




430 

-k 


* 




440 




* 


450 

-k 






30 


ACT 
Thr 


CGC 
Arg 


CTT 
Leu 


GAT 
Asp 


CGT 
Arg 


TGG 
Trp 


GAA 
Glu 


CCG 
Pro 


GAG 
Glu 


CTG 
Leu 


AAT 
Asn 


GAA 
Glu 


GCC 
Ala 


ATA CCA 
He Pro 


AAC 
Asn 


GAC 
^sp 




460 


* 




470 
* 




* 


50 


* 




490 






500 


-k 




35 


GAG 
Glu 


CGT 
Arg 


GAC 
Asp 


ACC 
Thr 


ACG 
Thr 


ATG 
Met 


CCT 
Pro 


GCA 
Ala 


GCA 
Ala 


ATG 
Met 


GCA 
Ala 


ACA 
Thr 


ACG 
Thr 


TTG CGC 
Leu Arg 


AAA 
Lys 


CTA 
Leu 






520 
* 






530 


* 


540 


■k 




550 

* 




560 

•k -k 


★ 


40 


TTA 
Leu 


ACT 
Thr 


GGC 
Gly 


GAA 
Glu 


CTA 
Leu 


CTT 
Leu 


ACT 
Thr 


CTA 
Leu 


GCT 
Ala 


TCC 
Ser 


CGG 
Arg 


CAA 
Gin 


CAA 
Gin 


TTA ATA 
Leu lie 


GAC 
Asp 


TGG 
Trp 




570 
* 






580 
■k 


ir 


590 


■k 


600 
* 




610 

-k 




45 


ATG 
Met 


GAG 
Glu 


GCG 
Ala 


GAT 
Asp 


AAA 
Lys 


GTT 
Val 


GCA 
Ala 


GGA 
Gly 


CCA 
Pro 


CTT 
Leu 


CTG 
Leu 


CGC 
Arg 


TCG 
Ser 


GCC CTT 
Ala Leu 


CCG 
Pro 


GCT 
Ala 




620 




630 


* 




640 
* 




•k 


650 
* 


* 


660 


* 




50 


GGC TGG 
Gly Trp 


TTT 
Phe 


ATT 
He 


GCT 
Ala 


GAT 
Asp 


AAA 
Lys 


TCT 
Ser 


GGA 
Gly 


GCC 
Ala 


GGT 
Gly 


GAG 
Glu 


CGT 
Arg 


GGG TCT 
Gly Ser 


CGC 
Arg 


GGT 
Gly 




670 
* 




■k 


680 

■k 


* 


690 

•k 


* 




700 
* 




* 


710 

•k 


* 




55 


ATC 
He 


ATT 
He 


GCA 
Ala 


GCA 
Ala 


CTG GGG 
Leu Gly 


CCA 
Pro 


GAT 
Asp 


GGT 
Gly 


AAG 
Lys 


CCC 
Pro 


TCC 
Ser 


CGT 
Arg 


ATC GTA 
He Val 


GTT 
Val 


ATC 
He 




720 






730 
* 


* 


740 
* 


* 


750 






760 

-k 


* 




60 


TAC 
Tyr 


ACG 
Thr 


ACG 
Thr 


GGG 
Gly 


AGT 
Ser 


CAG 
Gin 


GCA 
Ala 


ACT 
Thr 


ATG 
Met 


GAT 
Asp 


GAA 
Glu 


CGA 
Arg 


AAT 
Asn 


AGA CAG 
Arg Gin 


ATC 
He 


GCT 
Ala 




770 




•k 


780 
* 




* 


790 

* 
















65 


GAG 
Glu 


ATA 
He 


GGT 
Gly 


GCC 
Ala 


TCA 
Ser 


CTG 
Leu 


ATT 
He 


AAG 
Lys 


CAT 
His 


TGG 
Trp 
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(2) INFORMATION FOR SEQ. ID. N0.:4: 
5 (i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 858 base pairs 

(B) TYPE: nucleic acid 

10 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

15 (ii) MOLECULE TYPE: Genomic DNA 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

20 

(B) LOCATION: 1 858 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO. 4: 



25 range 1 to 858 









10 


k 




20 
* 




* 


30 




* 


40 

* 






50 


30 


ATG 
Met 


AGA 
Arg 


ATT 
lie 


CAA 
Gin 


CAT 
His 


TTC 
Phe 


CGT 
Arg 


GTC 
Val 


GCC 
Ala 


CTT 
Leu 


ATT 
He 


CCC 
Pro 


TTT 
Phe 


TTT 
Phe 


GCG 
Ala 


GCA 
Ala 


TTT 
Phe 








60 
* 




* 


70 






80 




* 


90 




* 


100 

■k 


35 


TGC 
Cys 


CTT 
Leu 


CCT 
Pro 


GTT 
Val 


TTT 
Phe 


GGT CAC 
Gly His 


CCA 
Pro 


GAA 
Glu 


ACG 
Thr 


CTG 
Leu 


GTG 
Val 


AAA 
Lys 


GTA 
Val 


AAA 
Lys 


GAT 
Asp 


GCT 
Ala 








110 
* 




k 


120 


* 


130 






140 

■k 






150 


40 


GAA 
Glu 


GAT 
Asp 


GAG 
Gin 


TTG 
Leu 


GGT 
Gly 


GCA CGA GTG 
Ala Arg Val 


GGT TAG 
Gly Tyr 


ATC 

He 


GAA 
Glu 


CTG 
Leu 


GAT 
Asp 


CTC 
Leu 


AAC 
Asn 


AGC 
Ser 




* 


160 






170 
* 






180 


•k 


190 

k 






200 




45 


GGT 
Gly 


AAG 
Lys 


ATC 
lie 


CTT 
Leu 


GAG 
Glu 


AGT 
Ser 


TTT 
Phe 


CGC 
Arg 


ccc 

Pro 


GAA 
Glu 


GAA 
Glu 


CGT 
Arg 


TTT 
Phe 


CCA 
Pro 


ATG 
Met 


ATG 
Met 


AGC 
Ser 






210 




220 
* 


* 




230 
* 






240 




250 
* 




50 


ACT 

Thr 


TTT 
Phe 


AAA 
Lys 


GTT 
Val 


CTG 
Leu 


CTA 
Leu 


TGT 
Cys 


GGC 
Gly 


GCG 
Ala 


GTA 
Val 


TTA 
Leu 


TCC 
Ser 


CGT 
Arg 


GTT 
Val 


GAC 
Asp 


GCC 

Ala 


GGG 
Gly 






260 




* 


270 




280 






290 




* 


300 
* 




55 


CAA 
Gin 


GAG 
Glu 


CAA 
Gin 


CTC 
Leu 


GGT CGC CGC 
Gly Arg Arg 


ATA 
He 


CAC 
His 


TAT 
Tyr 


TCT 
Ser 


CAG 
Gin 


AAT 
Asn 


GAC 
Asp 


TTG 
Leu 


GTT 
Val 


GAG 
Glu 
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310 

■k 


k 




320 
★ 




-k 


330 
•k 


* 


340 
* 






350 

k 






5 


TAG 
Tyr 


TCA 
Ser 


CCA 
Pro 


GTC 
Val 


ACA 
Thr 


GAA 
Glu 


AAG 
Lys 


CAT 
His 


CTT 
Leu 


ACG 
Thr 


GAT GGC 
Asp Gly 


ATG 
Met 


ACA 
Thr 


GTA 
Val 


AGA 
Arg 


GAA 
Glu 




360 

•k 


■k 


370 


* 




380 
* 






390 

■k 




400 






10 


Leu 


Cys 


AGT 
Ser 


GCT 
Ala 


GCC 
Ala 


ATA 
He 


ACC 
Thr 


ATG 
Met 


AGT 
Ser 


GAT 
Asp 


AAC 
Asn 


ACT 
Thr 


GCG 
Ala 


GCC 
Ala 


AAC 
Asn 


TTA 
Leu 


CTT 
Leu 




410 

•k 




* 


420 

■k 




430 

•k 






440 
* 




* 


450 
* 






15 


Leu 


Thr 


ACG 
Thr 


ATC 
He 


Gly 


GGA 
Gly 


CCG 
Pro 


AAG 
Lys 


GAG 
Glu 


CTA 
Leu 


ACC 
Thr 


Ala 


TTT 
Phe 


TTG 
Leu 


His 


AAC 
Asn 


ATG 
Met 




460 

■k 


* 




470 






480 




490 
* 


* 




500 

k 




* 


510 

■k 


20 


GGG 
Gly 


GAT 
Asp 


CAT 
His 


GTA 
Val 


ACT 
Thr 


CGC 
Arg 


CTT 
Leu 


GAT 
Asp 


CGT 
Arg 


TGG 
Trp 


GAA 
Glu 


Pro 


GAG 
Glu 


CTG 
Leu 


AAT 
Asn 


GAA 
Glu 


GCC 
Ala 






k 


520 






530 






540 




550 

•k 


* 




560 


25 


ATA 
He 


CCA 
Pro 


AAC GAC 
Asn Asp 


GAG 
Glu 


CGT 
Arg 


GAC 
Asp 


ACC 
Thr 


ACG 
Thr 


ATG 
Met 


GCT 
Pro 


GCA 
Ala 


GCA 
Ala 


ATG 
Met 


GCA 
Ala 


ACA 
Thr 


ACG 
Thr 






* 


570 
* 




580 


* 




590 

-k 




* 


600 
* 




610 

■k 


30 


TTG 
Leu 


CGC 
Arg 


AAA 
Lys 


CTA 
Leu 


TTA 
Leu 


ACT GGC 
Thr Gly 


GAA 
Glu 


CTA 
Leu 


CTT 
Leu 


ACT 
Thr 


CTA 
Leu 


GCT 
Ala 


TCC 
Ser 


CGG 
Arg 


CAA 
Gin 


CAA 
Gin 








620 
* 




* 


630 

•k 


* 


640 
* 


* 




650 
* 






660 


35 


TTA 
Leu 


ATA 
He 


GAC 
Asp 


TGG 
Trp 


ATG 
Met 


GAG 
Glu 


GCG 
Ala 


GAT 
Asp 


AAA 
Lys 


GTT 
Val 


GCA 
Ala 


GGA 
Gly 


CCA 
Pro 


CTT 
Leu 


CTG 
Leu 


CGC 
Arg 


TCG 
Ser 




* 


670 
* 






680 

•k 






690 

■* 


* 


700 


* 




710 
★ 




40 


GCC 
Ala 


CTT 
Leu 


CCG 
Pro 


GCT 
Ala 


GGC 
Gly 


TGG 
Trp 


TTT 
Phe 


ATT 
He 


GCT 
Ala 


GAT 
Asp 


AAA 
Lys 


TCT 
Ser 


GGA 
Gly 


GCC 
Ala 


GGT 
Gly 


GAG 
Glu 


CGT 
Arg 






720 




730 

* 


* 




740 






750 

* 




760 
* 


* 


45 


GGG 
Gly 


TCT 
Ser 


CGC 
Arg 


GGT 
Gly 


ATC 
He 


ATT 
He 


GCA 
Ala 


GCA 
Ala 


CTG 
Leu 


GGG 
Gly 


CCA 
Pro 


GAT 
Asp 


GGT 
Gly 


AAG 
Lys 


CCC 
Pro 


TCC 
Ser 


CGT 
Arg 






770 
* 




■k 


78 
* 




* 


790 






800 






810 


* 


50 


ATC 
He 


GTA 
Val 


GTT 
Val 


ATC 
He 


TAG 
Tyr 


ACG 
Thr 


ACG 
Thr 


GGG 
Gly 


AGT 
Ser 


CAG 
Gin 


GCA 
Ala 


ACT 
Thr 


ATG 
Met 


GAT 
Asp 


GAA CGA 
Glu Arg 


AAT 
Asn 




820 
* 






830 

* 




* 


840 

■k 


★ 


850 

* 












55 


AGA 
Arg 


CAG 
Gin 


ATC 
He 


GCT 
Ala 


GAG 
Glu 


ATA 
He 


GGT 
Gly 


GCC 
Ala 


TCA 
Ser 


CTG 
Leu 


ATT 
He 


AAG 
Lys 


CAT 
His 


TGG 
Trp 









60 



(2) INFORMATION FOR SEQ. ID. NO.: 5: 
(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 795 base pairs 
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(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

5 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: Genomic DNA 
10 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 795 

15 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 5: 



range 1 to 7 95 



20 








10 
* 


★ 




20 






30 




40 

k 






50 

•k 




ATG 
Met 


GGG 
Gly 


CAC 
His 


CCA 
Pro 


GAA 
Glu 


ACG 
Thr 


CTG 
Leu 


GTG 
Val 


AAA 
Lys 


GTA 
Val 


AAA 
Lys 


GAT 
Asp 


GCT 
Ala 


GAA 
Glu 


GAT 
Asp 


CAG 
Gin 


TTG 
Leu 


25 


* 




* 


60 


* 




70 




* 


30 

■k 




* 


90 




■k 


100 




GOT 
Gly 


GCA 
Ala 


CGA 
Arg 


GTG 
Val 


GGT 
Gly 


TAG 
Tyr 


ATC 
He 


GAA 
Glu 


CTG 
Leu 


GAT 
Asp 


CTC 
Leu 


AAC 
Asn 


AGC 
Ser 


GGT 
Gly 


AAG 

Lys 


ATC 
He 


CTT 
Leu 


30 






110 




•k 


120 


* 


* 


130 

k 




k 


140 






150 




GAG 
Glu 


AGT 
Ser 


TTT 
Phe 


CGC 
Arg 


CCC 
Pro 


GAA 
Glu 


GAA 
Glu 


CGT 
Arg 


TTT 
Phe 


CCA 
Pro 


ATG 
Met 


ATG 
Met 


AGC 
Ser 


ACT 
Thr 


TTT 
Phe 


AAA 
Lys 


GTT 
Val 


35 


210 

* 


•k 


160 




170 

•k -k 




180 

■k 


* 


* 


190 

* 




200 

* k 


40 


CTG 
Leu 


CTA 
Leu 


TGT 
Cys 


GGC GCG 
Gly Ala 


GTA 
Val 


TTA 

Leu 


TCC 
Ser 


CGT 

Arg 


GAT GAC 
He Asp 


GCC 
Ala 


GGG CAA 
Gly Gin 


GAG 
Glu 


CAA 
Gin 


CTC 
Leu 




■k 


220 

•k 


* 




230 




* 


240 




250 


* 




260 
* 


45 


GGT 
Gly 


CGC 
Arg 


CGC 
Arg 


ATA 
He 


CAC 
His 


TAT 
Tyr 


TCT 
Ser 


GAG 
Gin 


AAT 
Asn 


GAC 
Asp 


TTG 
Leu 


GTT 
Val 


GAG 
Glu 


TAG 
Tyr 


TCA 
Ser 


CCA 
Pro 


GTG 
Val 






270 






80 


* 




290 
* 




k 


300 




310 

k 


50 


ACA 
Thr 


GAA 
Glu 


AAG 
Lys 


CAT 
His 


CTT 
Leu 


ACG 
Thr 


GAT 
Asp 


GGC 
Gly 


ATG 
Met 


ACA 
Thr 


GTA 
Val 


AGA 
Arg 


GAA 
Glu 


TTA 
Leu 


TGC 
Cys 


AGT 
Ser 


GCT 
Ala 








320 




i( 


330 




340 
* 


k 




350 






350 

k 


55 


GCC 
Ala 


ATA 
He 


ACC 
Thr 


ATG 
Met 


AGT 
Ser 


GAT 
Asp 


AAC 
Asn 


ACT 
Thr 


GCG 
Ala 


GCC 
Ala 


AAC 
Asn 


TTA 
Leu 


CTT 
Leu 


CTG 
Leu 


ACA 
Thr 


ACG 
Thr 


ATC 
He 




* 


370 

it 


* 




380 






390 




400 






410 

k 




60 


GGA 
Gly 


GGA 
Gly 


CCG 
Pro 


AAG 
Lys 


GAG 
Glu 


CTA 
Leu 


ACC 
Thr 


GCT 
Ala 


TTT 
Phe 


TTG 
Leu 


CAC 
His 


AAC 
Asn 


ATG 
Met 


GGG GAT 
Gly Asp 


CAT 
His 


GTA 
Val 
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420 


* 


430 






440 






450 


k 


460 
* 


k 


ACT 
Thr 


CGC 
Arg 


CTT 
Leu 


GAT 
Asp 


CAT 
His 


TGG 
Trp 


GAA 
Glu 


CCG 
Pro 


GAG 
Glu 


CTG 
Leu 


AAT 
Asn 


GAA 
Glu 


GCC 
Ala 


ATA 
He 


CCA 
Pro 


AAC 
Asn 


GAC 
Asp 




470 

■k 






480 




490 


■k 




500 

k 




k 


510 


* 


GAG 
Glu 


CGT 
Arg 


GAC 
Asp 


ACC 
Thr 


ACG 
Thr 


ATG 
Met 


CCT 
Pro 


GTA 
Val 


GCA 
Ala 


ATG 
Met 


GCA 
Ala 


ACA 
Thr 


ACG 
Thr 


TTG 
Leu 


CGC 
Arg 


AAA 
Lys 


CTA 
Leu 


520 


* 




530 




k 


540 




550 
* 


k 




560 




k 


TTA 
Leu 


ACT 
Thr 


GGC 
Gly 


GAA 
Glu 


CTA 
Leu 


CTT 
Leu 


ACT 
Thr 


CTA 
Leu 


GCT 
Ala 


TCC 
Ser 


CGG 
Arg 


CAA 
Gin 


CAA 
Gin 


TTA 
Leu 


ATA 
He 


GAC 
Asp 


TGG 
Trp 


570 




580 


k 




590 






600 
k 




610 


* 




ATG 
Met 


GAG 
Glu 


GCG 
Ala 


GAT 
Asp 


AAA 
Lys 


GTT 
Val 


GCA 

Ala 


GGA 
Gly 


CCA 
Pro 


CTT 
Leu 


CTG 
Leu 


CGC 
Arg 


TCG 
Ser 


GCC 
Ala 


CTT 

Leu 


CCG 
Pro 


GCT 

Ala 


620 

■k 




■k 


630 




640 
k 


k 




650 






660 

■k 


k 




GGC 
Gly 


TGG 
Trp 


TTT 

Phe 


ATT 

He 


GCT 
Ala 


GAT 
Asp 


AAA 
Lys 


TCT 
Ser 


GGA GCC 
Gly Ala 


GGT 
Gly 


GAG 
Glu 


CGT 
Arg 


GGG 
Gly 


TCT 
Ser 


CGC 
Arg 


GGT 
Gly 


670 


■k 




680 




690 
* 






700 


k 




710 
* 




720 


ATC 
He 


ATT 
He 


GCA 
Ala 


GCA 
Ala 


CTG 
Leu 


GGG 
Gly 


CCA 
Pro 


GAT 
Asp 


GGT AAG 
Gly Lys 


ccc 

Pro 


TCC 
Ser 


CGT 
Arg 


ATC 
He 


GTA 
Val 


GTT 
Val 


ATP 
He 






730 
* 






740 
* 




* 


750 


k 


1 


60 






770 


TAG 
Tyr 


ACG 
Thr 


ACG 
Thr 


GGG 
Gly 


ACT 
Ser 


CAG 
Gin 


GCA 
Ala 


ACT 
Thr 


ATG 
Met 


GAT 
Asp 


GAA 
Glu 


CGA 
Arg 


AAT AGA 
Asn Arg 


CAG 
Gin 


ATC 
He 


GCT 
Ala 








7E 


JO 






790 




















GAG 
Glu 


ATA 
He 


GGT GCC 
Gly Ala 


TCA 
Ser 


CTG 
Leu 


ATT 
He 


AAG 
Lys 


CAT 
His 


TGG 
Trp 

















(2) INFORMATION FOR SEQ. ID. NO.: 6: 
45 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 792 base pairs 

(B) TYPE: nucleic acid 

50 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

55 (ii) MOLECULE TYPE: Genomic DNA 
(ix) FEATURE: 
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(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 792 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 6: 

range 1 to 792 



10 




★ 


10 






20 
* 






30 




•k 


40 

■k 






50 




ATG 
Met 


GAC 
Asp 


CCA 
Pro 


GAA 
Glu 


ACG 
Thr 


CTG 
Leu 


GTG 
Val 


AAA 
Lys 


GTA 
Val 


AAA 
Lys 


GAT 
Asp 


GCT 
Ala 


GAA 
Glu 


GAT 
Asp 


CAG 
Gin 


TTG GGT 
Leu Gly 


15 




* 


60 




-k 


70 






80 




k 


90 






100 

•k 




OCA 
Ala 


CGA 
Arg 


GTG 
Val 


GGT 
Gly 


TAG 
Tyr 


ATC 
He 


GAA 
Glu 


CTG 
Leu 


GAT 
Asp 


CTC 
Leu 


AAC 
Asn 


AGC 
Ser 


GGT AAG 
Gly Lys 


ATC 
He 


CTT 
Leu 


GAG 
Glu 


20 




110 




■k 


120 






130 




140 




■k 


150 






AGT 
Ser 


TTT 
Phe 


CGC 
Arg 


CCC 
Pro 


GAA 
Glu 


GAA 
Glu 


CGT 
Arg 


TTT 
Phe 


CCA 
Pro 


ATG 
Met 


ATG 
Met 


AGC 
Ser 


ACT 
Thr 


TTT 
Phe 


AAA 

Lys 


GTT 
Val 


CTG 
Leu 


25 




160 


■k 


170 






180 




•k 


190 
* 


* 


200 






CTA 
Leu 


TGT 
Cys 


GGC 
Gly 


GCG 

Ala 


GTA 
Val 


TTA 
Leu 


TCC 
Ser 


CGT 
Arg 


ATT 
He 


GAC 
Asp 


GCC 
Ala 


GGG 
Gly 


CAA 
Gin 


GAG 
Glu 


CAA 
Gin 


CTC 
Leu 


GGT 
Gly 


30 




210 






220 




230 






240 

■k 






250 


-k 




CGC 
Arg 


CGC 
Arg 


ATA 
He 


CAC 
His 


TAT 
Tyr 


TCT 
Ser 


CAG 
Gin 


AAT 
Asn 


GAC 
Asp 


TTG 
Leu 


GTT 
Val 


GAG 
Glu 


TAG 
Tyr 


TCA 
Ser 


CCA 
Pro 


GTG 
Val 


ACA 
Thr 


35 


260 




* 


270 

■A- 






2i 


* 




290 

* 




* 


300 




•k 




GAA 
Glu 


AAG 
Lys 


CAT 
His 


CTT 

Leu 


ACG 
Thr 


GAT GGC 
Asp Gly 


ATG 
Met 


ACA 
Thr 


GTA 
Val 


AGA 
Arg 


GAA 
Glu 


TTA 
Leu 


TGG 
Cys 


AGT 
Ser 


GCT 
Ala 


GCC 
Ala 


40 


310 




320 
* 




•k 


330 






340 




350 








ATA 
He 


ACC 

Thr 


ATG 
Met 


AGT 
Ser 


GAT 
Asp 


AAC 
Asn 


ACT 
Thr 


GCG 
Ala 


GCC 
Ala 


AAC 
Asn 


TTA 
Leu 


CTT 
Leu 


CTG 
Leu 


ACA 
Thr 


ACG 
Thr 


ATC 
He 


GGA 
Gly 


45 


360 
* 






370 




380 




■k 


390 






400 








GGA 
Gly 


CCG 
Pro 


AAG 
Lys 


GAG 
Glu 


CTA 
Leu 


ACC 
Thr 


GCT 
Ala 


TTT 
Phe 


TTG 
Leu 


CAC 
His 


AAC 
Asn 


ATG 
Met 


GGG GAT 
Gly Asp 


CAT 
His 


GTA 
Val 


ACT 
Thr 


50 


410 






420 


* 


430 


* 




440 

•k 






450 


•k 






CGC 
Arg 


CTT 
Leu 


GAT 
Asp 


CAT 
Arg 


TGG 
Trp 


GAA 
Glu 


CCG 
Pro 


GAG 
Glu 


CTG 
Leu 


AAT 
Asn 


GAA 
Glu 


GCC 
Ala 


ATA 
He 


CCA 
Pro 


AAC 
Asn 


GAC 
Asp 


GAG 
Glu 


55 


460 


* 




470 
★ 






480 
* 




490 






500 
★ 






51 




CGT 

Arg 


GAC 
Asp 


ACC 
Thr 


ACG 
Thr 


ATG 
Met 


CCT 
Pro 


GTA 
Val 


GCA 
Ala 


ATG 
Met 


GCA 
Ala 


ACA 
Thr 


ACG 
Thr 


TTG 
Leu 


CGC 
Arg 


AAA 
Lys 


CTA 
Leu 


TTA 
Leu 


60 






520 


* 




530 

■k 






540 




550 
* 






560 

•k 




ACT 
Thr 


GGC 
Gly 


GAA 
Glu 


CTA 
Leu 


CTT 
Leu 


ACT 
Thr 


CTA 
Leu 


GCT 
Ala 


TCC 
Ser 


CGG 
Arg 


CAA 
Gin 


CAA 
Gin 


TTA 
Leu 


ATA 
He 


GAC 
Asp 


TGG 
Trp 


ATG 
Met 
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20 





570 




5 


80 




590 




600 




610 


GAG 
Glu 


GCG GAT 
Ala Asp 


AAA 
Lys 


GTT 
Val 


GCA GGA 
Ala Gly 


CCA 
Pro 


CTT CTG 
Leu Leu 


CGC 
Arg 


TCG GCC 
Ser Ala 


CTT 
Leu 


CCG 
Pro 


GCT GGC 
Ala Gly 




620 

•k 






630 
* 


■k 


640 

■k 




650 

k 






660 


TGG 
Trp 


TTT ATT 
Phe He 


GCT 
Ala 


GAT 
Asp 


AAA 
Lys 


TCT 
Ser 


GGA 
Gly 


GCC GGT GAG CGT GGG TCT CGC 
Ala Gly Glu Arg Gly Ser Arg 


GGT ATC 
Gly He 




670 






680 






690 
* 


* 


700 

rk 


-k 




710 


ATT 
He 


GCA GCA 
Ala Ala 


CTG 
Leu 


GGG 
Gly 


CCA 
Pro 


GAT 
Asp 


GGT 
Gly 


AAG CCC 
Lys Pro 


TCC 
Ser 


CGT ATC 
Arg He 


GTA 
Val 


GTT 
Val 


ATC TAC 
He Tyr 




720 

■k 


■k 


730 

■k 






740 


* 


750 

•k 


k 


760 


ACG 
Thr 


ACG GGG 
Thr Gly 


AGT 
Ser 


CAG 
Gin 


GCA 
Ala 


ACT 
Thr 


ATG 
Met 


GAT GAA 
Asp Glu 


CGA 
Arg 


AAT AGA 
Asn Arg 


CAG 
Gin 


ATC 
He 


GCT GAG 
Ala Glu 




770 




780 
* 


★ 


790 
* 












ATA 
He 


GGT GCC 
Gly Ala 


TCA 
Ser 


CTG 
Leu 


ATT 
He 


AAG 
Lys 


CAT 
His 


TGG 
Trp 













25 

(2) ^FORMATION FOR SEQ. ID. NO.: 7: 

(i) SEQUENCE CHARACTERISTICS: 

30 

(A) LENGTH: 786 base pairs 

(B) TYPE: nucleic acid 

35 (C) STRANDEDNESS: double 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: Genomic DNA 

40 

(ix) FEATURE: 



(A) NAME / KEY: Coding Sequence 

45 (B) LOCATION: 1 786 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 7: 

range 1 to 786 



50 



10 20 30 40 50 



ATG AAA GAT GAT TTT GCA AAA CTT GAG GAA CAA TTT GAT GCA AAA CTC GGG 
55 Met Lys Asp Asp Phe Ala Lys Leu Glu Glu Gin Phe Asp Ala Lys Leu Gly 

60 70 80 90 100 



Auro-039.00us 

Aurora Biosciences Corp. 



101 



i, * -k -k ± -k * 

ATC TTT GCA TTG GAT ACA GGT ACA AAC CGG ACG GTA GCG TAT CGG CCG GAT 
He Phe Ala Leu Asp Thr Gly Thr Asn Arg Thr Val Ala Tyr Arg Pro Asp 

5 110 120 130 140 150 

GAG CGT TTT GCT TTT GOT TCG ACG ATT AAG GCT TTA ACT GTA GGC GTG CTT 
Glu Arg Phe Ala Phe Ala Ser Thr He Lys Ala Leu Thr Val Gly Val Leu 

10 160 170 180 190 200 

-k * ★* * -k k k 

TTG CAA GAG AAA TCA ATA GAA GAT CTG AAC CAG AGA ATA ACA TAT ACA CGT 
Leu Gin Gin Lys Ser He Glu Asp Leu Asn Gin Arg He Thr Tyr Thr Arg 

15 210 220 230 240 250 

* -k * 

GAT GAT CTT GTA AAC TAG AAC CCG ATT ACG GAA AAG CAC GTT GAT ACG GGA 
Asp Asp Leu Val Asn Tyr Asn Pro He Thr Glu Lys His Val Asp Thr Gly 

20 260 270 280 290 300 

* * -k k k -k -k k 

ATG ACG CTC AAA GAG CTT GCG GAT GCT TCG CTT CGA TAT AGT GAC AAT GCG 
Met Thr Leu Lys Glu Leu Ala Asp Ala Ser Leu Arg Tyr Ser Asp Asn Ala 

25 310 320 330 340 350 

i, ic -k -k k k k -k k -k 

GCA CAG AAT CTC ATT CTT AAA CAA ATT GGC GGA CCT GAA AGT TTG AAA AAG 
Ala Gin Asn Leu He Leu Lys Gin He Gly Gly Pro Glu Ser Leu Lys Lys 



30 



35 



40 



45 



50 



55 



60 



65 



360 370 380 390 400 

* * ★ k -k -k -k k 

GAA CTG AGG AAG ATT GGT GAT GAG GTT ACA AAT CCC GAA CGA TTC GAA CCA 
Glu Leu Arg Lys He Gly Asp Glu Val Thr Asn Pro Glu Arg Phe Glu Pro 

410 420 430 440 450 

******* *** 

GAG TTA AAT GAA GTG AAT CCG GGT GAA ACT CAG GAT ACC AGT ACA GCA AGA 
Glu Leu Asn Glu Val Asn Pro Gly Glu Thr Gin Asp Thr Ser Thr Ala Arg 

460 470 480 490 500 510 

** * *★ * ** * ** 

GCA CTT GTC ACA AGC CTT CGA GGC TTT GCT CTT GAA GAT AAA CTT CCA AGT 
Ala Leu Val Thr Ser Leu Arg Ala Phe Ala Leu Glu Asp Lys Leu Pro Ser 

520 530 540 550 560 

* ** * ** * ** * 

GAA AAA CGC GAG CTT TTA ATC GAT TGG ATG AAA CGA AAT ACC ACT GGA GAC 
Glu Lys Arg Glu Leu Leu He Asp Trp Met Lys Arg Asn Thr Thr Gly Asp 

570 580 590 600 610 

■kk-k-ki^kkic ** 

GCC TTA ATC CGT GCC GGA GCG GCA TCA TAT GGA ACC CGG AAT GAC ATT GCC 
Ala Leu He Arg Ala Gly Val Pro Asp Gly Trp Glu Val Ala Asp Lys Thr 

620 630 640 650 660 

* * ** * ** * ** 

ATC ATT TGG CCG CCA AAA GGA GAT CCT GTC GGT GTG CCG GAC GGT TGG GAA 
Gly Ala Ala Ser Tyr Lys Gly Asp Pro Val Gly Thr Arg Asn Asp He Ala 

670 680 690 700 710 

* ** * ** * ** * 

GTG GCT GAT AAA ACT GTT CTT GCA GTA TTA TCG AGC AGG GAT AAA AAG GAC 
He He Trp Pro Pro Val Leu Ala Val Leu Ser Ser Arg Asp Lys Lys Asp 

720 730 740 750 760 
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GCC AAG TAT GAT GAT AAA CTT ATT GCA GAG GCA ACA AAG GTG GTA ATG AAA 
Ala Lys Tyr Asp Asp Lys Leu lie Ala Glu Ala Thr Lys Val Val Met Lys 

5 770 780 

* * * * 

GCC TTA AAC ATG AAC GGC AAA 
Ala Leu Asn Met Asn Gly Lys 

10 

(2) INFORMATION FOR SEQ. ID. NO. 8: 

(i) SEQUENCE CHARACTERISTICS: 
15 (A) LENGTH: 720 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

20 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
25 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 



(B) LOCATION: 1....720 

30 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO. 8: 





ATG 


GTG 


AGC 


AAG 


GGC 


GAG 


GAG 


CTG 


TTC 


ACC 


GGG 


GTG 


GTG 


CCC 


ATC 


CTG 


GTC 


35 


GAG 


CTG 


GAC 


GGC 


GAC 


GTA 


AAC 


GGC 


CAC 


AAG 


TTC 


AGC 


GTG 


TCC 


GGC 


GAG 


GGC 




GAG 


GGC 


GAT 


GCC 


ACC 


TAG 


GGC 


AAG 


CTG 


ACC 


CTG 


AAG 


TTC 


ATC 


TGC 


ACC 


ACC 


40 


GGC 


AAG 


CTG 


CCC 


GTG 


CCC 


TGG 


CCC 


ACC 


CTC 


GTG 


ACC 


ACC 


TTC 


TCC 


TAG 


GGC 


GTG 


CAG 


TGC 


TTC 


AGC 


CGC 


TAG 


CCC 


GAC 


CAC 


ATG 


AAG 


CAG 


CAC 


GAC 


TTC 


TTC 




AAG 


TCC 


GCC 


ATG 


CCC 


GAA 


GGC 


TAG 


GTC 


CAG 


GAG 


CGC 


ACC 


ATC 


TTC 


TTC 


AAG 


45 


GAG 


GAC 


GGC 


AAC 


TAG 


AAG 


ACC 


CGC 


GCC 


GAG 


GTG 


AAG 


TTC 


GAG 


GGC 


GAC 


ACC 




GTG 


GTG 


AAC 


GGC 


ATC 


GAG 


CTG 


AAG 


GGC 


ATC 


GAC 


TTC 


AAG 


GAG 


GAC 


GGC 


AAC 


50 


ATC 


CTG 


GGG 


CAC 


AAC 


CTG 


GAG 


TAG 


AAC 


TAG 


AAC 


AGC 


CAC 


AAC 


GTC 


TAT 


ATC 


ATG 


GCC 


GAC 


AAG 


CAG 


AAG 


AAC 


GGC 


ATC 


AAG 


GTG 


AAC 


TTC 


AAG 


ATC 


CGC 


CAC 




AAC 


ATC 


GAG 


GAC 


GGC 


AGC 


GTG 


CAG 


CTG 


GCC 


GAC 


CAC 


TAG 


CAG 


CAG 


AAC 


ACC 


55 


CCC 


ATC 


GGC 


GAC 


GGC 


CCC 


GTG 


CTG 


CTG 


CCC 


GAC 


AAC 


CAC 


TAG 


CTG 


AGC 


ACC 




CAG 


TCC 


GCC 


CTG 


AGC 


AAA 


GAC 


CCC 


AAC 


GAG 


AAG 


CGC 


GAT 


CAC 


ATG 


GTC 


CTG 
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CTG GAG TTC GTG ACC GCC GCC GGG ATC ACT CTC GGC ATG GAC GAG CTG TAC 

AAG TAA 

5 

(2) INFORMATION FOR SEQ. ID. NO.: 9: 

(i) SEQUENCE CHARACTERISTICS: 

10 

(A) LENGTH: 690 base pairs 

(B) TYPE: nucleic acid 

15 (C) STRANDEDNESS: double 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

20 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 
25 (B) LOCATION: 1....690 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. N0.9: 



30 


ATG 


GCT 


CTT 


TCA 


AAC 


AAG 


TTT 


ATC 


GGA 


GAT 


GAC 


ATG 


AAA 


ATG 


ACC 


TAC 


CAT 




ATG 


GAT 


GGC 


TGT 


GTC 


AAT 


GGG 


CAT 


TAC 


TTT 


ACC 


GTC 


AAA 


GGT 


GAA 


GGC 


AAC 


35 


GGG 


AAG 


CCA 


TAC 


GAA 


GGG 


ACG 


CAG 


ACT 


TCG 


ACT 


TTT 


AAA 


GTC 


ACC 


ATG 


GCC 


AAC 


GGT 


GGG 


CCC 


CTT 


GCA 


TTC 


TCC 


TTT 


GAC 


ATA 


CTA 


TCT 


ACA 


GTG 


TTC 


AAA 




TAT 


GGA 


AAT 


CGA 


TGC 


TTT 


ACT 


GCG 


TAT 


CCT 


ACC 


AGT 


ATG 


CCC 


GAC 


TAT 


TTC 


40 


AAA 


CAA 


GCA 


TTT 


CCT 


GAC 


GGA 


ATG 


TCA 


TAT 


GAA 


AGG 


ACT 


TTT 


ACC 


TAT 


GAA 




GAT 


GGA 


GGA 


GTT 


GCT 


ACA 


GCC 


AGT 


TGG 


GAA 


ATA 


AGC 


CTT 


AAA 


GGC 


AAC 


TGC 


45 


TTT 


GAG 


CAC 


AAA 


TCC 


ACG 


TTT 


CAT 


GGA 


GTG 


AAC 


TTT 


CCT 


GCT 


GAT 


GGA 


CCT 


GTG 


ATG 


GCG 


AAG 


AAG 


ACA 


ACT 


GGT 


TGG 


GAC 


CCA 


TCT 


TTT 


GAG 


AAA 


ATG 


ACT 




GTC 


TGC 


GAT 


GGA 


ATA 


TTG 


AAG 


GGT 


GAT 


GTC 


ACC 


GCG 


TTC 


CTC 


ATG 


CTG 


CAA 


50 


GGA 


GGT 


GGC 


AAT 


TAC 


AGA 


TGC 


CAA 


TTC 


CAC 


ACT 


TCT 


TAC 


AAG 


ACA 


AAA 


AAA 




COG 


GTG 


ACG 


ATG 


CCA 


CCA 


AAC 


CAT 


GTG 


GTG 


GAA 


CAT 


CGC 


ATT 


GCG 


AGG 


ACC 


55 


GAC 


CTT 


GAC 


AAA 


GGT 


GGC 


AAC 


AGT 


GTT 


CAG 


CTG 


ACG 


GAG 


CAC 


GCT 


GTT 


GCA 


CAT 


ATA 


ACC 


TCT 


GTT 


GTC 


CCT 


TTC 


TGA 
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(2) INFORMATION FOR SEQ. ID. NO. 10: 

(i) SEQUENCE CHARACTERISTICS: 

5 

(A) LENGTH: 696 base pairs 

(B) TYPE: nucleic acid 

10 (C) STRANDEDNESS: double 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

15 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 
20 (B) LOCATION: 1....696 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO. 10: 

25 ATG GCT CAG TCA AAG CAC GGT CTA ACA AAA GAA ATG ACA ATG AAA TAG CGT 
ATG GAA GGG TGC GTC GAT GGA CAT AAA TTT GTG ATC ACG GGA GAG GGC ATT 
GGA TAT CCG TTC AAA GGG AAA CAG GCT ATT AAT CTG TGT GTG GTC GAA GGT 

30 

GGA CCA TTG CCA TTT GCC GAA GAC ATA TTG TCA GCT GCC TTT AAC TAG GGA 
AAC AGG GTT TTC ACT GAA TAT CCT CAA GAC ATA GTT GAC TAT TTC AAG AAC 
35 TCG TGT CCT GCT GGA TAT ACA TGG GAC AGG TCT TTT CTC TTT GAG GAT GGA 
GCA GTT TGC ATA TGT AAT GCA GAT ATA ACA GTG AGT GTT GAA GAA AAC TGC 
ATG TAT CAT GAG TCC AAA TTT TAT GGA GTG AAT TTT CCT GCT GAT GGA CCT 

40 

GTG ATG AAA AAG ATG ACA GAT AAC TGG GAG CCA TCC TGC GAG AAG ATC ATA 
CCA GTA CCT AAG CAG GGG ATA TTG AAA GGG GAT GTC TCC ATG TAG CTC GTT 
45 CTG AAG GAT GGT GGG CGT TTA CGG TGC CAA TTC GAC ACA GTT TAC AAA GCA 
AAG TCT GTG CCA AGA AAG ATG CCG GAC TGG CAC TTC ATC CAG CAT AAG CTC 
ACC CGT GAA GAC CGC AGC GAT GCT AAG AAT CAG AAA TGG CAT CTG ACA GAA 

50 

CAT GCT ATT GCA TCC GGA TCT GCA TTG CCG TGA 

(2) INFORMATION FOR SEQ. ID. NO.ll: 

55 

(i) SEQUENCE CHARACTERISTICS: 
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(A) LENGTH: 696 base pairs 

(B) TYPE: nucleic acid 

5 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

10 (ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

15 

(B) LOCATION: L..696 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.ll: 

20 

ATG GCT CAT TCA AAG CAC GGT CTA AAA GAA GAA ATG ACA ATG AAA TAG CAC 
ATG GAA GGG TGC GTC AAC GGA CAT AAA TTT GTG ATC ACG GGC GAA GGC ATT 
25 GGA TAT CCG TTC AAA GGG AAA CAG ACT ATT AAT CTG TGT GTG ATC GAA GGG 
GGA CCA TTG CCA TTT TCC GAA GAC ATA TTG TCA GCT GGC TTT AAG TAG GGA 
GAC AGG ATT TTC ACT GAA TAT CCT C7VA GAC ATA GTA GAC TAT TTC AAG AAC 

30 

TCG TGT CCT GCT GGA TAT ACA TGG GGC AGG TCT TTT CTC TTT GAG GAT GGA 
GCA GTC TGC ATA TGC AAT GTA GAT ATA ACA GTG AGT GTC AAA GAA AAC TGC 
35 ATT TAT CAT AAG AGC ATA TTT AAT GGA ATG AAT TTT CCT GCT GAT GGA CCT 
GTG ATG AAA AAG ATG ACA ACT AAC TGG GAA GCA TCC TGC GAG AAG ATC ATG 
CCA GTA CCT AAG CAG GGG ATA CTG AAA GGG GAT GTC TCC ATG TAG CTC CTT 

40 

CTG AAG GAT GGT GGG CGT TAG CGG TGC CAG TTC GAC ACA GTT TAG AAA GCA 
AAG TCT GTG CCA AGT AAG ATG CCG GAG TGG CAC TTC ATC CAG CAT AAG CTC 
45 CTC CGT GAA GAC GGC AGC GAT GCT AAG AAT CAG AAG TGG CAG CTG ACA GAG 
CAT GCT ATT GCA TTC CCT TCT GGC TTG GCC TGA 

50 (2) INFORMATION FOR SEQ. ID. N0.12: 
(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 699 base pairs 

55 

(B) TYPE: nucleic acid 
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(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

5 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 
10 (A) NAME / KEY: Coding Sequence 
(B) LOCATION: 1...699 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO. 12: 

15 

ATG AGT TGT TCC AAG AGT GTG ATC AAG GAA GAA ATG TTG ATC GAT CTT CAT 

CTG GAA GGA ACG TTC AAT GGG CAC TAG TTT GAA ATA AAA GGC AAA GGA AAA 

20 

GGA CAG CCT AAT GAA GGC ACC AAT ACC GTC ACG CTC GAG GTT ACC AAG GGT 
GGA CCT CTG CCA TTT GGT TGG CAT ATT TTG TGC CCA CAA TTT CAG TAT GGA 
25 AAG AAG GCA TTT GTC CAC CAC CCT GAC AAC ATA CAT GAT TAT CTA AAG CTG 
TCA TTT CCG GAG GGA TAT ACA TGG GAA CGG TCC ATG CAC TTT GAA GAC GGT 
GGC TTG TGT TGT ATC ACC AAT GAT ATC AGT TTG ACA GGC AAC TGT TTC TAG 

30 

TAG GAC ATC AAG TTC ACT GGC TTG AAC TTT CCT CCA AAT GGA CCC GTT GTG 
CAG AAG AAG ACA ACT GGC TGG GAA CCG AGC ACT GAG CGT TTG TAT CCT GGT 
35 GAT GGT GTG TTG ATA GGA GAC ATC CAT CAT GGT CTG ACA GTT GAA GGA GGT 
GGT CAT TAG GCA TGT GAC ATT AAA ACT GTT TAG AGG GGC AAG AAG GGC GCC 
TTG AAG ATG CCA GGG TAT CAC TAT GTT GAC ACC AAA CTG GTT ATA TGG AAC 

40 

AAC GAC AAA GAA TTC ATG AAA GTT GAG GAG CAT GAA ATC GCC GTT GCA CGC 
CAC CAT CCG TTC TAT GAG CCA AAG AAG GAT AAG TAA 

45 

(2) INFORMATION FOR SEQ. ID. NO. 13: 
(i) SEQUENCE CHARACTERISTICS: 
50 (A) LENGTH: 678 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

55 

(D) TOPOLOGY: linear 
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(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

5 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: L...678 

10 (xi) SEQUENCE DESCRIPTION: SEQ. ID. N0.13: 

ATG AGG TCT TCC AAG AAT GTT ATC AAG GAG TTC ATG AGG TTT AAG GTT CGC ATG 
15 GAA GGA ACG GTC AAT GGG CAC GAG TTT GAA ATA GAA GGC GAA GGA GAG GGG AGG 
CCA TAC GAA GGC CAC AAT ACC GTA AAG CTT AAG GTA ACC AAG GGG GGA CCT TTG 
CCA TTT GCT TGG GAT ATT TTG TCA CCA CAA TTT CAG TAT GGA AGC AAG GTA TAT 

20 

GTC AAG CAC CCT GCC GAC ATA CCA GAC TAT AAA AAG CTG TCA TTT CCT GAA GGA 
TTT AAA TGG GAA AGG GTC ATG AAC TTT GAA GAC GGT GGC GTC GTT ACT GTA ACC 
25 CAG GAT TCC AGT TTG CAG GAT GGC TGT TTC ATC TAC AAG GTC AAG TTC ATT GGC 
GTG AAC TTT CCT TCC GAT GGA CCT GTT ATG CAA AAG AAG ACA ATG GGC TGG GAA 
GCC AGC ACT GAG CGT TTG TAT CCT CGT GAT GGC GTG TTG AAA GGA GAG ATT CAT 

30 

AAG GCT CTG AAG CTG AAA GAC GGT GGT CAT TAC CTA GTT GAA TTC AAA AGT ATT 
TAC ATG GCA AAG AAG CCT GTG CAG CTA CCA GGG TAC TAC TAT GTT GAC TCC AAA 
35 CTG GAT ATA ACA AGC CAC AAC GAA GAC TAT ACA ATC GTT GAG CAG TAT GAA AGA 
ACC GAG GGA CGC CAC CAT CTG TTC CTT TAA 

40 (2) INFORMATION FOR SEQ. ID. NO. 14: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 801 base pairs 

45 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 
50 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

55 
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(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 801 

5 (xi) SEQUENCE DESCRIPTION: SEQ. ED. NO. 14: 

ATG AAG TGT AAA TTT GTG TTC TGC CTG TCC TTC TTG GTC CTC GCC ATC ACA 
10 AAC GCG AAC ATT TTT TTG AGA AAC GAG GCT GAG TTA GAA GAG AAG ACA TTG 
AGA ATA CCA AAA GCT CTA ACC ACC ATG GGT GTG ATT AAA CCA GAC ATG AAG 
ATT AAG CTG AAG ATG GAA GGA AAT GTA AAC GGG CAT GCT TTT GTG ATC GAA 
GGA GAA GGA GAA GGA AAG CCT TAC GAT GGG ACA CAC ACT TTA AAC CTG GAA 
GTG AAG GAA GGT GCG CCT CTG CCT TTT TCT TAC GAT ATC TTG TCA AAC GCG 
20 TTC CAG TAC GGA AAC AGA GCA TTG ACA AAA TAC CCA GAC GAT ATA GCA GAC 
TAT TTC AAG CAG TCG TTT CCC GAG GGA TAT TCC TGG GAA AGA ACC ATG ACT 
TTT GAA GAC AAA GGC ATT GTC AAA GTG AAA AGT GAC ATA AGC ATG GAG GAA 

25 

GAC TCC TTT ATC TAT GAA ATT CGT TTT GAT GGG ATG AAC TTT CCT CCC AAT 
GGT CCG GTT ATG CAG AAA AAA ACT TTG AAG TGG GAA CCA TCC ACT GAG ATT 
30 ATG TAC GTG CGT GAT GGA GTG CTG GTC GGA GAT ATT AGC CAT TCT CTG TTG 
CTG GAG GGA GGT GGC CAT TAC CGA TGT GAC TTC AAA AGT ATT TAC AAA GCA 
AAA AAA GTT GTC AAA TTG CCA GAC TAT CAC TTT GTG GAC CAT CGC ATT GAG 

35 

ATC TTG AAC CAT GAC AAG GAT TAC AAC AAA GTA ACG CTG TAT GAG AAT GCA 
GTT GCT CGC TAT TCT TTG CTG CCA AGT CAG GCC TAG 

40 

(2) INFORMATION FOR SEQ. ID. N0.15: 

(i) SEQUENCE CHARACTERISTICS: 
45 (A) LENGTH: 37 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

50 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 

55 (xi) SEQUENCE DESCRIPTION: SEQ. ID. NO. 15: 
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GATCGGTACCACCATGGAGATCTTCGTGAAGACTCTG 
(2) INFORMATION FOR SEQ. ID. NO. 16: 

5 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 40 base pairs 

(B) TYPE: nucleic acid 

10 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

15 (ii) MOLECULE TYPE: oligonucleotide 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO. 16: 

20 TGCAGGATCCGTGCATCCCACCTCTGAGACGGAGTACCAG 



(2) INFORMATION FOR SEQ. ID. NO. 17: (UbquitinG76V) 

25 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 228 nucleotides 

30 (B) TYPE: 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

35 

(ii) MOLECULE TYPE: 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO. 17: 

ATG GAG ATC TTC GTG AAG ACT CTG ACT GGT AAG ACC ATC ACC CTC GAA GTG 
40 GAG CCG AGT GAC ACC ATT GAG AAT GTC AAG GCA AAG ATC CAA GAC AAG GAA 
GGC ATC CCT CCT GAC CAG CAG AGG TTG ATC TTT GCT GGG AAA CAG CTG GAA 
GAT GGA CGC ACC CTG TCT GAC TAG AAC ATC CAG AAA GAG TCC ACC CTG CAC 
CTG GTA CTC CGT CTC AGA GGT GTG 

45 (2) INFORMATION FOR SEQ. ID. NO. 1 8 : (Ub5 ' primer) 

(A) LENGTH: 32 nucleotides 

(B) TYPE: nucleic acid 

50 
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(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

5 (ii) MOLECULE TYPE: oligonucleotide 
(B) LOCATION: 1....32 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 18: 

10 

CGAGATCTACCATGGAAATCTTCGTGAAGACT 

15 

(2) INFORMATION FOR SEQ. ID. NO. 19: (Ub3 primer) 

(1) SEQUENCE CHARACTERISTICS: 
20 (A) LENGTH: 22 nucleotides 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

25 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 
30 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 22 

35 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 19: 

GGATCCGTGGTGCACACCTCTG 

40 

(2) INFORMATION FOR SEQ. ID. NO. 20 (BLA5) 
(i) SEQUENCE CHARACTERISTICS: 

45 (A) LENGTH: 49 base pairs 
(B) TYPE: nucleic acid 
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(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 
5 (ii) MOLECULE TYPE: 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.20: 

GATAGGATCCGGGGCGTGGCTGCACCCAGAAACGCTGGTGAAAGTAAAA 

10 

(2) INFORMATION FOR SEQ. ID. N0.21: (ABSC107) 

(i) SEQUENCE CHARACTERISTICS: 

15 

(A) LENGTH: 28 base pairs 

(B) TYPE: nucleic acid 

20 (C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 

25 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. N0.21: 
GAACTCTAGATTACCAATGCTTAATCAG 

30 (2) INFORMATION FOR SEQ. ID. N0.22: (pcDNA3-Bla) 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6180 nucleotides 

35 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 
40 (D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

45 

(A) NAME / KEY: Coding Sequence 
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(B) LOCATION: 1 6180 



(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:22: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 

5 ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 

10 cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccgagctcggatccggg 

15 gcgtggctgcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaact 
ggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgt 
ggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagt 
actcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataa 
cactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgta 

20 actcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaat 
ggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcg 
gataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtg 
ggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcagg 
caactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattct 

25 atagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctccccc 
gtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtagg 
tgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggg 
gatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcg 
gcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttc 

30 gctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagt 
gctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcg 
ccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttt 
tgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtgg 
aatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtc 

35 agcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaacca 
tagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaatttttt 
ttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggctttt 
gcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaa 
gatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctg 

40 ctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaat 
gaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtca 
ctgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgag 
aaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaa 
catcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggct 

45 cgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgc 
ctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatc 
aggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtat 
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cgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgac 
cgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgtt 
ttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcag 
cttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaa 

5 actcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtg 
aaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgag 
ctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggcc 
aacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggct 
gcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatg 

10 tgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctga 
cgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctg 
gaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcg 
ctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgtt 
cagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagca 

15 gccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctac 
actagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaa 
acaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcct 
ttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatct 
tcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgctt 

20 aatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgata 
cgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaata 
aaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgg 
gaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtc 
gtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggtta 

25 gctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctct 
tactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgacc 
gagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgtt 
cttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttca 
gcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgac 

30 acggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttg 
aatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 

(2) INFORMATION FOR SEQ. ID. N0.23: (pcDNA3-lXUb-Bla) 

35 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 6411 nucleotides 

40 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

45 

(ii) MOLECULE TYPE: DNA 
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(ix) FEATURE: 



(A) NAME / KEY: Coding Sequence 

5 (B) LOCATION: 1 6411 

(xi) SEQUENCE DESCRIPTION: SEQ, ID. NO: 23: 



10 



range 1 to 6411 

10 20 30 40 50 



gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagt 
taagccagtatctgctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagcta 

15 caacaaggcaaggcttgaccgacaattgcatgaagaatctgcttagggttaggcgttttgcgctgcttc 
gcgatgtacgggccagatatacgcgttgacattgattattgactagttattaatagtaatcaattacgg 
ggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggcccgcctggct 
gaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaataggga 
ctttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatc 

20 atatgccaagtacgccccctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtaca 
tgaccttatgggactttcctacttggcagtacatctacgtattagtcatcgctattaccatggtgatgc 
ggttttggcagtacatcaatgggcgtggatagcggtttgactcacggggatttccaagtctccacccca 
ttgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaacaactccg 
ccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaa 

25 ctagagaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggt 
accaccatggagatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgac 
accattgagaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatc 
tttgctgggaaacagctggaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctg 
cacctggtactccgtctcagaggtgtgcaccacggatccggggcgtggctgcacccagaaacgctggtg 

30 aaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggt 
aagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgt 
ggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaat 
gacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgc 
agtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaag 

35 gagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctg 
aatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaa 
ctattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaa 
gttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggt 
gagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatc 

40 tacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactg 
attaagcattggtaatctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagc 
ctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctgga 
aggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtca 
ttctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgc 

45 tggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcccca 
cgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgc 
cagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccg 
tcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaa 
acttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgtt 

50 ggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtcta 
ttcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaa 
atttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggc 
aggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctcccc 
agcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcc 

55 catcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttattta 
tgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcct 
aggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgagg 
atcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctatt 
cggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggg 
60 gcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcg 
gctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaag 
ggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaa 
agtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgacca 
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ccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatct 
ggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacgg 
cgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttc 
tggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtga 

5 tattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccga 
ttcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatg 
accgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttg 
ggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttc 
ttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttc 

10 acaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcat 
gtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaat 
tgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaa 
tgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgc 
cagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcc 

15 tcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggta 
atacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggcc 
aggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaa 
aatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctgga 
agctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcg 

20 ggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaag 
ctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgag 
tccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgagg 
tatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtattt 
ggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaa 

25 accaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaa 
gaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttg 
gtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatc 
taaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcg 
atctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggc 

30 ttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagca 
ataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtct 
attaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccatt 
gctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatca 
aggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtc 

35 agaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatg 
ccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcgg 
cgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtg 
ctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcg 
atgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagca 

40 aaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactc 
ttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgt 
atttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 



45 (2) INFORMATION FOR SEQ. ID. N0.24: (pcDNA3-2XUb-Bla) 



(i) SEQUENCE CHARACTERISTICS: 



(A) LENGTH: 6678 nucleotides 

50 

(B) TYPE: nucleic acid 



(C) STRANDEDNESS: double 



55 (D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: DNA 



(ix) FEATURE: 
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(A) NAME / KEY: Coding Sequence 



(B) LOCATION: 1 6678 

5 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 24: 
range 1 to 6678 

10 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 

15 ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 

20 ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

25 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgg 

30 gttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcactttta 
aagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaat 
gacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataa 
ccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacat 
gggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacg 

35 atgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaataga 
ctggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctgga 
gccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacg 
acggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatct 
agagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgt 

40 tgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatc 
gcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaata 
gcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcccca 
cgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgcccta 
gcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatcccttt 

45 agggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccct 
gatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccc 
tatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaac 
gcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagc 
atgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctc 
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aattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgcccc 
atggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggctttttt 
ggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtt 
tcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcaca 

5 acagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacct 
gtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagct 
gtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcac 
cttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcg 
accaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacga 

10 agagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgt 
gacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggt 
gtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttc 
ctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactct 
ggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggtt 

15 gggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccc 
caacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattct 
agttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtc 
atagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggg 
gtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctg 

20 cattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgc 
gctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataac 
gcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccata 
ggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagata 
ccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctccc 

25 ttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgt 
gcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgactt 
atcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggt 
ggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggt 
agctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaag 

30 gatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatga 
gattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggt 
ctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtc 
gtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggc 
tccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatcca 

35 gtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatc 
gtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttg 
tgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggca 
gcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaata 
gtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgct 

40 catcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtg 
cacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaa 
gggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcat 
gagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgac 
gtc 

45 

(2) INFORMATION FOR SEQ. ID. NO.: 25: 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6981 nucleotides 

5 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 
10 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA 
(ix) FEATURE: 

15 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 6981 

20 (xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.: 25: 

range 1 to 6981 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 

25 ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 

30 cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 

35 ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

40 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgg 

45 gttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcactttta 
aagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaat 
gacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataa 
ccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacat 
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gggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacg 
atgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaataga 
ctggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctgga 
gccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacg 
5 acggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatct 
agagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgt 
tgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatc 
gcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaata 
gcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcccca 

10 cgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgcccta 
gcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatcccttt 
agggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccct 
gatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccc 
tatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaac 

15 gcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagc 
atgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctc 
aattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgcccc 
atggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggctttttt 
ggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtt 

20 tcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcaca 
acagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacct 
gtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagct 
gtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcac 
cttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcg 

25 accaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacga 
agagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgt 
gacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggt 
gtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttc 
ctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactct 
ggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggtt 
gggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccc 
caacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattct 
agttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtc 
atagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggg 

35 gtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctg 
cattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgc 
gctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataac 
gcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccata 
ggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagata 

40 ccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctccc 
ttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgt 
gcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgactt 
atcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggt 
ggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggt 

45 agctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaag 
gatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatga 
gattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggt 
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ctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtc 
gtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggc 
tccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatcca 
gtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatc 

5 gtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttg 
tgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggca 
gcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaata 
gtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgct 
catcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtg 

10 cacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaa 
gggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcat 
gagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgac 
gtc 

15 (2) INFORMATION FOR SEQ. ID. NO.: 26: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 7164 base pairs 

20 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 
25 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA 
(ix) FEATURE: 

30 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 7164 

35 (xi) SEQUENCE DESCRIPTION: SEQ. E). NO.: 26: 

range 1 to 7164 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
40 ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
45 cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
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gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

5 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

10 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgg 

15 gttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcactttta 
aagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaat 
gacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataa 
ccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacat 
gggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacg 

20 atgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaataga 
ctggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctgga 
gccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacg 
acggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatct 
agagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgt 

25 tgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatc 
gcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaata 
gcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcccca 
cgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgcccta 
gcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatcccttt 

30 agggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccct 
gatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccc 
tatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaac 
gcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagc 
atgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctc 

35 aattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgcccc 
atggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggctttttt 
ggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtt 
tcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcaca 
acagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacct 

40 gtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagct 
gtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcac 
cttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcg 
accaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacga 
agagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgt 

45 gacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggt 
gtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttc 
ctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactct 



Auro-039.00us 

Aurora Biosciences Corp. 



122 



ggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggtt 
gggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccc 
caacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattct 
agttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtc 

5 atagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggg 
gtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctg 
cattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgc 
gctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataac 
gcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccata 

10 ggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagata 
ccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctccc 
ttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgt 
gcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgactt 
atcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggt 

15 ggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggt 
agctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaag 
gatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatga 
gattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggt 
ctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtc 

20 gtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggc 
tccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatcca 
gtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatc 
gtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttg 
tgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggca 

25 gcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaata 
gtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgct 
catcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtg 
cacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaa 
gggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcat 

30 gagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgac 

gtc 

(2) INFORMATION FOR SEQ. ID. N0.27: (pcDNA3-Ub-Met-Bla) 

35 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6411 base pairs 

40 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 
45 (D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 



Auro-039.00us 

Aurora Biosciences Corp. 



123 



(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

5 

(B) LOCATION: 1 6411 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:27: 

10 gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 

15 ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 

20 gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgggatgcacggatccggggcgtggctgc 
acccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaaca 

25 gcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtatt 
atcccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtc 
acagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggcc 
aacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttg 
atcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaac 

30 gttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttg 
caggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcgg 
tatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggat 
gaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacc 
taaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttcctt 

35 gaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctatt 
ctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgg 
gctctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagc 
gcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttccctt 
cctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggca 

40 cctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgtt 
ggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagg 
gattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtca 
gttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccagg 
tgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcc 

45 cctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgca 
gaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagc 
tcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgc 
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acgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgcc 
gccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcag 
gacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgg 
gaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatcca 
5 tcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcg 
agcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagc 
cgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccg 
aatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatag 
cgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctccc 

10 gattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagc 
gacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggac 
gccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggt 
tacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaat 
gtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttat 

15 ccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcac 
attaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcg 
gggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgag 
cggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaa 
ggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatca 

20 caaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccc 
tcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaat 
gctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccga 
ccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggt 
aacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaag 

25 gacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaacca 
ccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttc 
tacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctaga 
tccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtga 
ggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggaggg 

30 cttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagcc 
agccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctag 
agtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatg 
gcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcgg 
tcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgc 

35 catccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctctt 
gcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggc 
gaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttac 
tttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgt 
tgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttag 

40 aaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 

(2) INFORMATION FOR SEQ. ID. N0.28: (Emerald) 
(i) SEQUENCE CHARACTERISTICS: 

45 

(A) LENGTH: 720 base pairs 
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(B) TYPE: nucleic acid 



(C) STRANDEDNESS: double 
5 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

10 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 720 

15 (xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:28: 

atggtgagcaagggcgaggagctgttcaccggggtggtgcccatcctggtcgagctggacggcgacgtaaacggccac 
aagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatctgcaccaccggca 
agctgcccgtgccctggcccaccctcgtgaccaccttcacctacggcgtgcagtgcttcgcccgctaccccgaccacatg 
aagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagcgcaccatcttcttcaaggacgacggcaa 

20 ctacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaa 
ggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaaggtctatatcaccgccgacaagca 
gaagaacggcatcaaggtgaacttcaagacccgccacaacatcgaggacggcagcgtgcagctcgccgaccactacca 
gcagaacacccccatcggcgacggccccgtgctgctgcccgacaaccactacctgagcacccagtccgccctgagcaa 
agaccccaacgagaagcgcgatcacatggtcctgctggagttcgtgaccgccgccgggatcactctcggcatggacgag 

25 ctgtacaagtaa 



(2) INFORMATION FOR SEQ. ID. N0.29: (GFP 5' primer) 
30 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

35 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

40 (ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

45 

(B) LOCATION: 1 24 
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(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:29: 
ggatccgaattcgccaccatggtg 



5 

10 

(2) INFORMATION FOR SEQ. ID. NO:30: 

(i) SEQUENCE CHARACTERISTICS: 

15 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

20 (C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 

25 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

30 (B) LOCATION: 1 24 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:30: 
ccggaatcaaagcgcttctcagacttactt 

35 

2) INFORMATION FOR SEQ. ID. N0.3I: (pcDNA3-IXUb-GFP) 
(i) SEQUENCE CHARACTERISTICS: 
40 (A) LENGTH: 6340 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

45 

(D) TOPOLOGY: circular 
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(ii) MOLECULE TYPE: cDNA 

(ix) FEATURE: 

5 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 6340 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:31: 
10 gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
15 ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
20 gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcaccacggatccgaattcgccaccat 
ggtgagcaagggcgaggagctgttcaccggggtggtgcccatcctggtcgagctggacggcgacgtaaacggccacaa 
25 gttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatctgcaccaccggcaag 
ctgcccgtgccctggcccaccctcgtgaccaccttcacctacggcgtgcagtgcttcgcccgctaccccgaccacatgaa 
gcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagcgcaccatcttcttcaaggacgacggcaact 
acaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaagg 
aggacggcaacatcctggggcacaagctggagtacaactacaacagccacaaggtctatatcaccgccgacaagcaga 
30 agaacggcatcaaggtgaacttcaagacccgccacaacatcgaggacggcagcgtgcagctcgccgaccactaccagc 
agaacacccccatcggcgacggccccgtgctgctgcccgacaaccactacctgagcacccagtccgccctgagcaaag 
accccaacgagaagcgcgatcacatggtcctgctggagttcgtgaccgccgccgggatcactctcggcatggacgagct 
gtacaagtaagtctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagt 
tgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatg 
35 aggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggatt 
gggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctag 
ggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacactt 
gccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatc 
ggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtg 
40 ggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaac 
aacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaa 
caaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaa 
gtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaa 
agcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgccc 
45 attctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtg 
aggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacag 
gatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggcta 
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tgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtc 
aagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgtt 
ccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatct 
cctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggcta 
5 cctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggat 
gatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcga 
ggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtg 
gccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgg 
gctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttct 
10 gagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgcct 
tctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagtt 
cttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttt 
tttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggc 
gtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtg 
15 taaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgt 
cgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctca 
ctgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaat 
caggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctg 
gcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacagg 
20 actataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgt 
ccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctcca 
agctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggt 
aagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagt 
tcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcgga 
25 aaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcg 
cagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaaggg 
attttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatg 
agtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcc 
tgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagaccca 
30 cgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatc 
cgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccatt 
gctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatg 
atcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcact 
catggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagt 
35 cattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaa 
ctttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgt 
aacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaat 
gccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcag 
ggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaa 

40 gtgccacctgacgtc 



45 

(2) INFORMATION FOR SEQ. ID. NO:32: 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6607 base pairs 
5 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

10 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

15 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 6607 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:32: 

20 gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 

25 ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 

30 gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

35 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccgaattcgccaccatggtgagcaagggcgaggagctgttcaccggggtggtgcccatcctggtcgagctgg 
acggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctg 
aagttcatctgcaccaccggcaagctgcccgtgccctggcccaccctcgtgaccaccttcacctacggcgtgcagtgcttc 

40 gcccgctaccccgaccacatgaagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagcgcacca 
tcttcttcaaggacgacggcaactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcga 
gctgaagggcatcgacttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaaggt 
ctatatcaccgccgacaagcagaagaacggcatcaaggtgaacttcaagacccgccacaacatcgaggacggcagcgt 
gcagctcgccgaccactaccagcagaacacccccatcggcgacggccccgtgctgctgcccgacaaccactacctgag 

45 cacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtcctgctggagttcgtgaccgccgccgg 
gatcactctcggcatggacgagctgtacaagtaagtctagagggccctattctatagtgtcacctaaatgctagagctcgctg 
atcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccact 



Auro-039.00us 

Aurora Biosciences Corp. 



130 



cccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtgggg 
caggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcg 
gaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggtta 
cgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccg 
5 gctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttg 
attagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatag 
tggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggccta 
ttggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccc 
caggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctc 
10 cccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcc 
cctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgc 
ctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccat 
tttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgctt 
gggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcg 
15 caggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatc 
gtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgg 
gcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggc 
ggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatg 
gaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctca 
20 aggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggc 
cgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgc 
tgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttc 
tatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacg 
agatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagc 
25 gcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatca 
caaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgt 
cgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacat 
acgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcc 
cgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgg 
30 gcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcg 
gtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaac 
cgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcag 
aggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgacc 
ctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagtt 
35 cggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaact 
atcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgagg 
tatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctct 
gctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttg 
tttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtgg 
40 aacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttt 
taaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgt 
ctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgct 
gcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgc 
agaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaat 
45 agtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttccc 
aacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagt 
aagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgt 
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gactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggat 
aataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttacc 
gctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtga 
gcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttccttttt 
5 caatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggtt 
ccgcgcacatttccccgaaaagtgccacctgacgtc 



10 

(2) INFORMATION FOR SEQ. ID. NO:33: 

(i) SEQUENCE CHARACTERISTICS: 
15 (A) LENGTH: 6850 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

20 

(D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 
25 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 6850 

30 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:33: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 

35 ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 

40 ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

45 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
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gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
5 cacggatccgaattcgccaccatggtgagcaagggcgaggagctgttcaccggggtggtgcccatcctggtcgagctgg 
acggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctg 
aagttcatctgcaccaccggcaagctgcccgtgccctggcccaccctcgtgaccaccttcacctacggcgtgcagtgcttc 
gcccgctaccccgaccacatgaagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagcgcacca 
tcttcttcaaggacgacggcaactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcga 

10 gctgaagggcatcgacttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaaggt 
ctatatcaccgccgacaagcagaagaacggcatcaaggtgaacttcaagacccgccacaacatcgaggacggcagcgt 
gcagctcgccgaccactaccagcagaacacccccatcggcgacggccccgtgctgctgcccgacaaccactacctgag 
cacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtcctgctggagttcgtgaccgccgccgg 
gatcactctcggcatggacgagctgtacaagtaagtctagagggccctattctatagtgtcacctaaatgctagagctcgctg 

15 atcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccact 
cccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtgggg 
caggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcg 
gaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggtta 
cgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccg 

20 gctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttg 
attagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatag 
tggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggccta 
ttggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccc 
caggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctc 

25 cccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcc 
cctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgc 
ctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccat 
tttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgctt 
gggtgg^g^ggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcg 

30 caggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatc 
gtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgg 
gcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggc 
ggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatg 
gaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctca 

35 aggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggc 
cgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgc 
tgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttc 
tatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacg 
agatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagc 

40 gcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatca 
caaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgt 
cgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacat 
acgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcc 
cgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgg 

45 gcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcg 
gtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaac 
cgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcag 
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aggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgacc 
ctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagtt 
cggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaact 
atcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgagg 
5 tatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctct 
gctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttg 
tttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtgg 
aacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttt 
taaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgt 

10 ctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgct 
gcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgc 
agaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaat 
agtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttccc 
aacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagt 

15 aagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgt 
gactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggat 
aataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttacc 
gctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtga 
gcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttccttttt 

20 caatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggtt 
ccgcgcacatttccccgaaaagtgccacctgacgtc 



25 

(2) INFORMATION FOR SEQ. ID. NO:34: 

(i) SEQUENCE CHARACTERISTICS: 

30 

(A) LENGTH: 7093 base pairs 

(B) TYPE: nucleic acid 

35 (C) STRANDEDNESS: double 
(D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 

40 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

45 (B) LOCATION: 1 7093 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:34: 
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gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
5 ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 

10 aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

15 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

20 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccgaattcgccaccatggtgagcaagggcgaggagctgttcaccggggtggtgcccatcctggtcgagctgg 

25 acggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctg 
aagttcatctgcaccaccggcaagctgcccgtgccctggcccaccctcgtgaccaccttcacctacggcgtgcagtgcttc 
gcccgctaccccgaccacatgaagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagcgcacca 
tcttcttcaaggacgacggcaactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcga 
gctgaagggcatcgacttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaaggt 

30 ctatatcaccgccgacaagcagaagaacggcatcaaggtgaacttcaagacccgccacaacatcgaggacggcagcgt 
gcagctcgccgaccactaccagcagaacacccccatcggcgacggccccgtgctgctgcccgacaaccactacctgag 
cacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtcctgctggagttcgtgaccgccgccgg 
gatcactctcggcatggacgagctgtacaagtaagtctagagggccctattctatagtgtcacctaaatgctagagctcgctg 
atcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccact 

35 cccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtgggg 
caggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcg 
gaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggtta 
cgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccg 
gctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttg 

40 attagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatag 
tggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggccta 
ttggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccc 
caggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctc 
cccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcc 

45 cctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgc 
ctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccat 
tttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgctt 
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gggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcg 
caggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatc 
gtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgg 
gcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggc 

5 ggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatg 
gaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctca 
aggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggc 
cgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgc 
tgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttc 

10 tatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacg 
agatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagc 
gcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatca 
caaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgt 
cgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacat 

15 acgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcc 
cgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgg 
gcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcg 
gtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaac 
cgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcag 

20 aggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgacc 
ctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagtt 
cggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaact 
atcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgagg 
tatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctct 

25 gctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttg 
tttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtgg 
aacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttt 
taaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgt 
ctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgct 

30 gcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgc 
agaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaat 
agtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttccc 
aacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagt 
aagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgt 

35 gactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggat 
aataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttacc 
gctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtga 
gcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttccttttt 
caatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggtt 

40 ccgcgcacatttccccgaaaagtgccacctgacgtc 



2) INFORMATION FOR SEQ. ID. N0.35: (Caspase 3) 
45 (i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 834 base pairs 
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(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

5 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
10 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 834 

15 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:35: 

atggagaacactgaaaactcagtggattcaaaatccattaaaaatttggaaccaaagatcatacatggaagcgaatcaatgg 
actctggaatatccctggacaacagttataaaatggattatcctgagatgggtttatgtataataattaataataagaattttcata 
aaagcactggaatgacatctcggtctggtacagatgtcgatgcagcaaacctcagggaaacattcagaaacttgaaatatg 

20 aagtcaggaataaaaatgatcttacacgtgaagaaattgtggaattgatgcgtgatgtttctaaagaagatcacagcaaaag 
gagcagttttgtttgtgtgcttctgagccatggtgaagaaggaataatttttggaacaaatggacctgttgacctgaaaaaaat 
aacaaactttttcagaggggatcgttgtagaagtctaactggaaaacccaaacttttcattattcaggcctgccgtggtacaga 
actggactgtggcattgagacagacagtggtgttgatgatgacatggcgtgtcataaaataccagtggaggccgacttcttg 
tatgcatactccacagcacctggttattattcttggcgaaattcaaaggatggctcctggttcatccagtcgctttgtgccatgct 

25 gaaacagtatgccgacaagcttgaatttatgcacattcttacccgggttaaccgaaaggtggcaacagaatttgagtccttttc 
ctttgacgctacttttcatgcaaagaaacagattccatgtattgtttccatgctcacaaaagaactctatttttatcactaa 



2) INFORMATION FOR SEQ. ID. N0.36: (C35' primer) 

30 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 51 base pairs 
35 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

40 

(ii) MOLECULE TYPE: oligonucleotides 
(ix) FEATURE: 

45 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1....51 
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(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:36: 
5 CGGATCCAACACTGAAAACTCAGTGGATTCAAAATCCATTAAAAATTTGG 
(2) INFORMATION FOR SEQ. ID. NO:37: 

(i) SEQUENCE CHARACTERISTICS: 

10 

(A) LENGTH: 48 base pairs 

(B) TYPE: nucleic acid 

15 (C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 

20 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 
25 (B) LOCATION: 148 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:37: 

30 

CGGATCCGTGATAAAAATAGAGTTCTTTTGTGAGCATGGAAACAATAC 

35 

2) INFORMATION FOR SEQ. ID. N0.38: (pcDNA3-lXUb-C3) 

(i) SEQUENCE CHARACTERISTICS: 
40 (A) LENGTH: 6436 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

45 

(D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 
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(ix) FEATURE: 



(A) NAME / KEY: Coding Sequence 

5 (B) LOCATION: 1 6436 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:38: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 

10 gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 

15 atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 

20 gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcaccacggatccaacactgaaaactc 
agtggattcaaaatccattaaaaatttggaaccaaagatcatacatggaagcgaatcaatggactctggaatatccctggaca 
acagttataaaatggattatcctgagatgggtttatgtataataattaataataagaattttcataaaagcactggaatgacatctc 
ggtctggtacagatgtcgatgcagcaaacctcagggaaacattcagaaacttgaaatatgaagtcaggaataaaaatgatct 

25 tacacgtgaagaaattgtggaattgatgcgtgatgtttctaaagaagatcacagcaaaaggagcagttttgtttgtgtgcttctg 
agccatggtgaagaaggaataatttttggaacaaatggacctgttgacctgaaaaaaataacaaactttttcagaggggatc 
gttgtagaagtctaactggaaaacccaaacttttcattattcaggcctgccgtggtacagaactggactgtggcattgagaca 
gacagtggtgttgatgatgacatggcgtgtcataaaataccagtggaggccgacttcttgtatgcatactccacagcacctg 
gttattattcttggcgaaattcaaaggatggctcctggttcatccagtcgctttgtgccatgctgaaacagtatgccgacaagct 

30 tgaatttatgcacattcttacccgggttaaccgaaaggtggcaacagaatttgagtccttttcctttgacgctacttttcatgcaa 
agaaacagattccatgtattgtttccatgctcacaaaagaactctatttttatcacggatcctagagggccctattctatagtgtc 
acctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttc 
cttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattct 
attctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggt 

35 gggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaa 
gcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcc 
cttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacgg 
cacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgac 
gttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataa 

40 gggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgt 
cagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaacca 
ggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccg 
cccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgc 
agaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaag 

45 ctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattg 
cacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgcc 
gccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcag 
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gacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgg 
gaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatcca 
tcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcg 
agcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagc 
5 cgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccg 
aatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatag 
cgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctccc 
gattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagc 
gacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggac 

10 gccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggt 
tacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaat 
gtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttat 
ccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcac 
attaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcg 

15 gggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgag 
cggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaa 
ggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatca 
caaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccc 
tcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaat 

20 gctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccga 
ccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggt 
aacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaag 
gacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaacca 
ccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttc 

25 tacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctaga 
tccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtga 
ggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggaggg 
cttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagcc 
agccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctag 

30 agtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatg 
gcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcgg 
tcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgc 
catccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctctt 
gcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggc 

35 gaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttac 
tttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgt 
tgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttag 
aaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 

40 

(2) INFORMATION FOR SEQ. ID. NO:39: 
(i) SEQUENCE CHARACTERISTICS: 
45 (A) LENGTH: 6703 base pairs 
(B) TYPE: nucleic acid 
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(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

5 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 
10 (A) NAME / KEY: Coding Sequence 
(B) LOCATION: 1 6703 

(xi) SEQUENCE DESCRIPTION: SEQ. ID, NO:39: 

15 gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 

20 ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 

25 gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

30 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccaacactgaaaactcagtggattcaaaatccattaaaaatttggaaccaaagatcatacatggaagcgaatcaa 
tggactctggaatatccctggacaacagttataaaatggattatcctgagatgggtttatgtataataattaataataagaattttc 
ataaaagcactggaatgacatctcggtctggtacagatgtcgatgcagcaaacctcagggaaacattcagaaacttgaaata 

35 tgaagtcaggaataaaaatgatcttacacgtgaagaaattgtggaattgatgcgtgatgtttctaaagaagatcacagcaaaa 
ggagcagttttgtttgtgtgcttctgagccatggtgaagaaggaataatttttggaacaaatggacctgttgacctgaaaaaaa 
taacaaactttttcagaggggatcgttgtagaagtctaactggaaaacccaaacttttcattattcaggcctgccgtggtacag 
aactggactgtggcattgagacagacagtggtgttgatgatgacatggcgtgtcataaaataccagtggaggccgacttctt 
gtatgcatactccacagcacctggttattattcttggcgaaattcaaaggatggctcctggttcatccagtcgctttgtgccatg 

40 ctgaaacagtatgccgacaagcttgaatttatgcacattcttacccgggttaaccgaaaggtggcaacagaatttgagtccttt 
tcctttgacgctacttttcatgcaaagaaacagattccatgtattgtttccatgctcacaaaagaactctatttttatcacggatcct 
agagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgt 
tgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatc 
gcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaata 

45 gcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcccca 
cgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgcccta 
gcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatcccttt 
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agggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccct 
gatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccc 
tatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaac 
gcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagc 

5 atgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctc 
aattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgcccc 
atggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggctttttt 
ggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtt 
tcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcaca 

10 acagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacct 
gtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagct 
gtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcac 
cttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcg 
accaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacga 

15 agagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgt 
gacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggt 
gtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttc 
ctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactct 
ggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggtt 

20 gggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccc 
caacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattct 
agttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtc 
atagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggg 
gtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctg 

25 cattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgc 
gctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataac 
gcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccata 
ggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagata 
ccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctccc 

30 ttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgt 
gcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgactt 
atcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggt 
ggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggt 
agctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaag 

35 gatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatga 
gattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggt 
ctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtc 
gtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggc 
tccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatcca 

40 gtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatc 
gtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttg 
tgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggca 
gcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaata 
gtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgct 

45 catcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtg 
cacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaa 
gggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcat 
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gagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgac 
gtc 



5 (2) INFORMATION FOR SEQ. ID. NO:40: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6946 base pairs 

10 

(B) TYPE; nucleic acid 

(C) STRANDEDNESS: double 
15 (D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

20 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 6946 

25 (xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:40: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 

30 ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 

35 aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

40 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

45 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccaacactgaaaactcagtggattcaaaatccattaaaaatttggaaccaaagatcatacatggaagcgaatcaa 
tggactctggaatatccctggacaacagttataaaatggattatcctgagatgggtttatgtataataattaataataagaattttc 
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ataaaagcactggaatgacatctcggtctggtacagatgtcgatgcagcaaacctcagggaaacattcagaaacttgaaata 
tgaagtcaggaataaaaatgatcttacacgtgaagaaattgtggaattgatgcgtgatgtttctaaagaagatcacagcaaaa 
ggagcagttttgtttgtgtgcttctgagccatggtgaagaaggaataatttttggaacaaatggacctgttgacctgaaaaaaa 
taacaaactttttcagaggggatcgttgtagaagtctaactggaaaacccaaacttttcattattcaggcctgccgtggtacag 
5 aactggactgtggcattgagacagacagtggtgttgatgatgacatggcgtgtcataaaataccagtggaggccgacttctt 
gtatgcatactccacagcacctggttattattcttggcgaaattcaaaggatggctcctggttcatccagtcgctttgtgccatg 
ctgaaacagtatgccgacaagcttgaatttatgcacattcttacccgggttaaccgaaaggtggcaacagaatttgagtccttt 
tcctttgacgctacttttcatgcaaagaaacagattccatgtattgtttccatgctcacaaaagaactctatttttatcacggatcct 
agagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgt 

10 tgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatc 
gcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaata 
gcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcccca 
cgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgcccta 
gcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatcccttt 

15 agggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccct 
gatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccc 
tatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaac 
gcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagc 
atgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctc 

20 aattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgcccc 
atggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggctttttt 
ggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtt 
tcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcaca 
acagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacct 

25 gtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagct 
gtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcac 
cttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcg 
accaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacga 
agagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgt 

30 gacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggt 
gtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttc 
ctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactct 
ggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggtt 
gggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccc 

35 caacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattct 
agttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtc 
atagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggg 
gtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctg 
cattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgc 

40 gctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataac 
gcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccata 
ggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagata 
ccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctccc 
ttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgt 

45 gcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgactt 
atcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggt 
ggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggt 
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agctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaag 
gatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatga 
gattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggt 
ctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtc 

5 gtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggc 
tccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatcca 
gtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatc 
gtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttg 
tgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggca 

10 gcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaata 
gtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgct 
catcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtg 
cacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaa 
gggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcat 

15 gagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgac 
gtc 



(2) INFORMATION FOR SEQ. ID. NO:41: 

20 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 7189 base pairs 
25 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

30 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

35 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 7189 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:41: 

40 gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 

45 ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 



Auro-039.00us 

Aurora Biosciences Corp. 



145 



ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
5 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

10 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

15 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccaacactgaaaactcagtggattcaaaatccattaaaaatttggaaccaaagatcatacatggaagcgaatcaa 
tggactctggaatatccctggacaacagttataaaatggattatcctgagatgggtttatgtataataattaataataagaattttc 
ataaaagcactggaatgacatctcggtctggtacagatgtcgatgcagcaaacctcagggaaacattcagaaacttgaaata 
tgaagtcaggaataaaaatgatcttacacgtgaagaaattgtggaattgatgcgtgatgtttctaaagaagatcacagcaaaa 

20 ggagcagttttgtttgtgtgcttctgagccatggtgaagaaggaataatttttggaacaaatggacctgttgacctgaaaaaaa 
taacaaactttttcagaggggatcgttgtagaagtctaactggaaaacccaaacttttcattattcaggcctgccgtggtacag 
aactggactgtggcattgagacagacagtggtgttgatgatgacatggcgtgtcataaaataccagtggaggccgacttctt 
gtatgcatactccacagcacctggttattattcttggcgaaattcaaaggatggctcctggttcatccagtcgctttgtgccatg 
ctgaaacagtatgccgacaagcttgaatttatgcacattcttacccgggttaaccgaaaggtggcaacagaatttgagtccttt 

25 tcctttgacgctacttttcatgcaaagaaacagattccatgtattgtttccatgctcacaaaagaactctatttttatcacggatcct 
^g^ggg<^cctstt<^t^tagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgt 
tgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatc 
gcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaata 
gcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatcccca 

30 cgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgcccta 
gcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatcccttt 
agggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccct 
gatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccc 
tatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaac 

35 gcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagc 
atgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctc 
aattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgcccc 
atggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggctttttt 
ggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtt 

40 tcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcaca 
acagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacct 
gtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagct 
gtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcac 
cttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcg 

45 accaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacga 
agagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgt 
gacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggt 
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gtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttc 
ctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactct 
ggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggtt 
gggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccc 
5 caacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattct 
agttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtc 
atagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggg 
gtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctg 
cattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgc 

10 gctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataac 
gcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccata 
ggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagata 
ccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctccc 
ttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgt 

15 gcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgactt 
atcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggt 
ggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggt 
agctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaag 
gatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatga 

20 gattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggt 
ctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtc 
gtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggc 
tccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatcca 
gtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatc 

25 gtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttg 
tgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggca 
gcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaata 
gtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgct 
catcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtg 

30 cacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaa 
gggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcat 
gagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgac 
gtc 

35 

2) INFORMATION FOR SEQ. ID. N0.42: C35'Met primer 
(i) SEQUENCE CHARACTERISTICS: 
40 (A) LENGTH: 54 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

45 

(D) TOPOLOGY: linear 
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(ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 
5 (A) NAME / KEY: Coding Sequence 
(B) LOCATION: 1....53 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:42: 

10 

CGGATCCATGAACACTGAAAACTCAGTGGATTCAAAATCCATTAAAAATTTGG 

15 

2) INFORMATION FOR SEQ. ID. N0.43: C33' primer 

(i) SEQUENCE CHARACTERISTICS: 

20 

(A) LENGTH: 48 base pairs 

(B) TYPE: nucleic acid 

25 (C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 

30 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 
35 (B) LOCATION: 148 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:43: 

40 

CGGATCCGTGATAAAAATAGAGTTCTTTTGTGAGCATGGAAACAATAC 
2) INFORMATION FOR SEQ. ID. N0.44: pcDNA3-Ub-Met-C3 

45 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 7248 base pairs 
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(B) TYPE: nucleic acid 



(C) STRANDEDNESS: double 
5 (D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

10 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 7248 

15 (xi) SEQUENCE DESCRIPTION: SEQ. JD. NO:44: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 

20 ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 

25 aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgggatgcacggatcccacatcaacactga 

30 aaactcagtggcctcaaaatccattaaaaatttggaaccaaagatcatacatggaagcgaatcaatggactctggaatatcc 
ctggacaacagttataaaatggattatcctgagatgggtttatgtataataattaataataagaattttcataaaagcactggaat 
gacatctcggtctggtacagatgtcgatgcagcaaacctcagggaaacattcagaaacttgaaatatgaagtcaggaataa 
aaatgatcttacacgtgaagaaattgtggaattgatgcgtgatgtttctaaagaagatcacagcaaaaggagcagttttgtttgt 
gtgcttctgagccatggtgaagaaggaataatttttggaacaaatggacctgttgacctgaaaaaaataacaaactttttcaga 

35 ggggatcgttgtagaagtctaactggaaaacccaaacttttcattattcaggcctgccgtggtacagaactggactgtggcat 
tgagacagacagtggtgttgatgatgacatggcgtgtcataaaataccagtggatgccgacttcttgtatgcatactccacag 
cacctggttattattcttggcgaaattcaaaggatggctcctggttcatccagtcgctttgtgccatgctgaaacagtatgccga 
caagcttgaatttatgcacattcttacccgggttaaccgaaaggtggcaacagaatttgagtccttttcctttgacgctacttttc 
atgcaaagaaacagattccatgtattgtttccatgctcacaaaagaactctatttttatcacggatccggggcgtggctgcacc 

40 cagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagc 
ggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattat 
cccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcac 
agaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaa 
cttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatc 

45 gttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgtt 
gcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgca 
ggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtat 
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cattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatga 
acgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcaccta 
aatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttga 
ccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattct 
5 ggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggc 
tctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgc 
ggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcct 
ttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacct 
cgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttgg 

10 agtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataaggga 
ttttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagtt 
agggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgt 
ggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccct 
aactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagag 

15 gccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcc 
cgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcac 
gcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgc 
cgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcagga 
cgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcggga 

20 agggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatca 
tggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgag 
cgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccg 
aactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaat 
atcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgt 

25 tggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgat 
tcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgac 
gcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgcc 
ggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttac 
aaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgta 

30 tcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccg 
ctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacatta 
attgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcgggg 
agaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcgg 
tatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggc 

35 cagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaa 
aaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcg 
tgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgct 
cacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccg 
ctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaac 

40 aggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggac 
agtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccg 
ctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctac 
ggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatcc 
ttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgagg 

45 cacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggctt 
accatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccag 
ccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagt 
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aagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggct 
tcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcc 
tccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccat 
ccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcc 
5 cggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaa 
aactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttc 
accagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttga 
atactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaa 
aataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 

10 



2) INFORMATION FOR SEQ. ID. N0.45: DEVD-1 primer 
15 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 48 base pairs 

(B) TYPE: nucleic acid 

20 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

25 (ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

30 

(B) LOCATION: 1....48 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO: 45: 

35 GATCCGTCGGCGCTGTCGGCAGCGTCGGCGACGAGGTCGACGGCGTCG 

(2) INFORMATION FOR SEQ. ID. NO.: 46: 
40 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 48 base pairs 

(B) TYPE: nucleic acid 

45 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 
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(ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 
5 (A) NAME / KEY: Coding Sequence 
(B) LOCATION: L...48 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:46: 

10 GATCCGACGCCGTCGACCTCGTCGCCGACGCTGCCGACAGCGCCGACG 



2) INFORMATION FOR SEQ. ID. N0.47: pcDNA3-lXUb-DEVD-Bla 

15 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6459 base pairs 
20 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

25 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

30 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 6459 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:47: 

35 gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 

40 ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 

45 gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcaccacggatccgtcggcgctgtcg 
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gcagcgtcggcgacgaggtcgacggcgtcggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagat 
gctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccg 
aagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaa 
ctcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgac 
5 agtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggacc 
gaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagcc 
ataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactactt 
actctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccg 
gctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggta 

10 agccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagatag 
gtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcg 
actgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcc 
tttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagc 
aagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaacc 

15 agctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcg 
tgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccg 
tcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtga 
tggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgt 
tccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaa 

20 atgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctcccc 
aggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcagg 
cagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccg 
cccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctat 
tccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctg 

25 atcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggaga 
ggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgc 
ccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggcc 
acgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgcc 
ggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacg 

30 cttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtctt 
gtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgc 
ccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggatt 
catcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttgg 
cggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttg 

35 acgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattc 
caccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatct 
catgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcaca 
aataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctag 
ctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccgg 

40 aagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagt 
cgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttcc 
gcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacgg 
ttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaag 
gccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcga 

45 aacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgctta 
ccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtagg 
tcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttga 
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gtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggc 
ggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagcc 
agttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagca 
gcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaac 
5 tcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatc 
taaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttc 
atccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgata 
ccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggt 
cctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgca 

10 acgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaa 
ggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggcc 
gcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtga 
gtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcg 
ccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgag 

15 atccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaaca 
ggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattg 
aagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcaca 
tttccccgaaaagtgccacctgacgtc 

20 

(2) INFORMATION FOR SEQ. ID. NO:48: 

(i) SEQUENCE CHARACTERISTICS: 
25 (A) LENGTH: 6726 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

30 

(D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 
35 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 6726 

40 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:48: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
45 ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
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cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
5 gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

10 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccgtcggcgctgtcggcagcgtcggcgacgaggtcgacggcgtcggatccggggcgtggctgcacccaga 
aacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaa 
gatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgt 

15 attgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaa 
aagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttac 
ttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttg 
ggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcg 
caaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcagga 

20 ccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcatt 
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacg 
aaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatg 
ctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccct 
ggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctgggg 

25 ggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctat 
ggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggc 
gggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttct 
cgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcga 
ccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtc 

30 cacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttg 
gggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagg 
gtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtgga 
aagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaact 
ccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggcc 

35 gaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgg 
gagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgca 
ggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtg 
ttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgag 
gcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaaggg 

40 actggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggc 
tgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgag 
cacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaact 
gttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatca 
tggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggc 

45 tacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgc 
agcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgccc 
aacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctg 
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gatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataa 
agcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatc 
atgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcaca 
attccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgt 
5 tgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggc 
ggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagc 
tcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaa 
aaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcg 
acgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgct 

10 ctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgct 
gtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcg 
ccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggat 
tagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtattt 
ggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggta 

15 gcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggt 
ctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaa 
attaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacct 
atctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccat 
ctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccgga 

20 agggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagta 
gttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattc 
agctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgat 
cgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgta 
agatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggc 

25 gtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactc 
tcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcacca 
gcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatact 
catactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaata 
aacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 

30 



(2) INFORMATION FOR SEQ. ID. NO:49: 

35 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 6969 base pairs 

40 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

45 

(ii) MOLECULE TYPE: cDNA 
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(ix) FEATURE: 



(A) NAME / KEY: Coding Sequence 

5 (B) LOCATION: 1 6969 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:49: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 

10 gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 

15 atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

20 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

25 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccgtcggcgctgtcggcagcgtcggcgacgaggtcgacggcgtcggatccggggcgtggctgcacccaga 
aacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaa 

30 gatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgt 
attgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaa 
aagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttac 
ttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttg 
ggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcg 

35 caaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcagga 
ccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcatt 
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacg 
aaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatg 
ctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccct 

40 ggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctgggg 
ggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctat 
ggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggc 
gggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttct 
cgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcga 

45 ccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtc 
cacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttg 
gggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagg 
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gtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtgga 
aagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaact 
ccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggcc 
gaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgg 

5 gagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgca 
ggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtg 
ttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgag 
gcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaaggg 
actggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggc 

10 tgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgag 
cacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaact 
gttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatca 
tggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggc 
tacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgc 

15 agcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgccc 
aacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctg 
gatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataa 
agcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatc 
atgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcaca 

20 attccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgt 
tgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggc 
ggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagc 
tcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaa 
aaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcg 

25 acgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgct 
ctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgct 
gtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcg 
ccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggat 
tagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtattt 

30 ggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggta 
gcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggt 
ctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaa 
attaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacct 
atctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccat 

35 ctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccgga 
agggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagta 
gttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattc 
agctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgat 
cgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgta 

40 agatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggc 
gtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactc 
tcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcacca 
gcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatact 
catactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaata 

45 aacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 
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(2) INFORMATION FOR SEQ. ID. NO:50: 



(i) SEQUENCE CHARACTERISTICS: 

5 

(A) LENGTH: 7212 base pairs 

(B) TYPE: nucleic acid 

10 (C) STRANDEDNESS: double 
(D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 

15 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

20 (B) LOCATION: 1 7212 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:50: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 

25 gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 

30 atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

35 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

40 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

45 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccgtcggcgctgtcggcagcgtcggcgacgaggtcgacggcgtcggatccggggcgtggctgcacccaga 
aacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaa 
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gatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgt 
attgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaa 
aagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttac 
ttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttg 

5 ggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcg 
caaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcagga 
ccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcatt 
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacg 
aaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatg 

10 ctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccct 
ggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctgggg 
ggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctat 
ggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggc 
gggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttct 

15 cgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcga 
ccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtc 
cacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttg 
gggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagg 
gtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtgga 

20 aagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaact 
ccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggcc 
gaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgg 
gagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgca 
ggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtg 

25 ttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgag 
gcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaaggg 
actggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggc 
tgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgag 
cacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaact 

30 gttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatca 
tggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggc 
tacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgc 
agcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgccc 
aacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctg 

35 gatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataa 
agcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatc 
atgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcaca 
attccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgt 
tgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggc 

40 ggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagc 
tcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaa 
aaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcg 
acgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgct 
ctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgct 

45 gtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcg 
ccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggat 
tagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtattt 
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ggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggta 
gcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggt 
ctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaa 
attaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacct 

5 atctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccat 
ctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccgga 
agggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagta 
gttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattc 
agctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgat 

10 cgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgta 
agatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggc 
gtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactc 
tcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcacca 
gcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatact 

15 catactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaata 
aacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 



20 (2) INFORMATION FOR SEQ. ID. NO:51 : 

(1) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 48 base pairs 

25 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 
30 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 

35 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 48 

40 

(xi) SEQUENCE DESCRIPTION: SEQ. ED. N0:51: 

GATCCGTCGGCGCTGTCGGCAGCGTCGGCGACGAGGTCGCTGGCGTCG 

45 

(2) INFORMATION FOR SEQ. ID. NO:52: 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 48 base pairs 
5 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

10 

(ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 

15 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 48 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:52: 
20 GATCCGACGCCAGCGACCTCGTCGCCGACGCTGCCGACAGCGCCGACG 



(2) INFORMATION FOR SEQ. ID. NO:53: 
25 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6459 base pairs 

(B) TYPE: nucleic acid 

30 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

35 (ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

40 

(B) LOCATION: 1 6459 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:53: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
45 ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
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ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 

5 ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 

10 ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcaccacggatccgtcggcgctgtcg 
gcagcgtcggcgacgaggtcgctggcgtcggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatg 
ctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccga 
agaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaact 
cggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgaca 

15 gtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccg 
aaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagcca 
taccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactactta 
ctctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccgg 
ctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaa 

20 gccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagatagg 
tgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcga 
ctgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcct 
ttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagca 
agggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaacca 

25 gctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgt 
gaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgt 
caagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgat 
ggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgtt 
ccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaa 

30 atgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctcccc 
aggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcagg 
cagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccg 
cccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctat 
tccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctg 

35 atcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggaga 
ggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgc 
ccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggcc 
acgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgcc 
ggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacg 

40 cttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtctt 
gtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgc 
ccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggatt 
catcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttgg 
cggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttg 

45 acgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattc 
caccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatct 
catgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcaca 
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aataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctag 
ctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccgg 
aagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagt 
cgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttcc 
5 gcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacgg 
ttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaag 
gccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcga 
aacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgctta 
ccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtagg 

10 tcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttga 
gtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggc 
ggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagcc 
agttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagca 
gcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaac 

15 tcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatc 
taaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttc 
atccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgata 
ccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggt 
cctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgca 

20 acgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaa 
ggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggcc 
gcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtga 
gtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcg 
ccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgag 

25 atccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaaca 
ggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattg 
aagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcaca 
tttccccgaaaagtgccacctgacgtc 

30 



(2) INFORMATION FOR SEQ. ID. NO:54: 
35 (i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 6726 base pairs 

(B) TYPE: nucleic acid 

40 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

45 (ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 
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(A) NAME / KEY: Coding Sequence 



(B) LOCATION: 1 6726 

5 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:54: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 

10 ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 

15 ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

20 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccgtcggcgctgtcggcagcgtcggcgacgaggtcgctggcgtcggatccggggcgtggctgcacccagaa 

25 acgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaag 
atccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtat 
tgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaa 
gcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttc 
tgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttggga 

30 accggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaa 
ctattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccact 
tctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcag 
cactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaata 
gacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctaga 

35 gctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaa 
ggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtg 
gggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggctt 
ctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtg 
tggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgcca 

40 cgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgacccca 
aaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgt 
tctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggat 
ttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtgg 
aaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtcc 

45 ccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcc 
catcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggc 
cgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagctt 
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gtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctc 
cggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccgg 
ctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagc 
gcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggc 
5 tgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgc 
aatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgta 
ctcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgcc 
aggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtgga 
aaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgt 

10 gatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgca 
tcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctg 
ccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgat 
cctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaa 
tagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtct 

15 gtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattcca 
cacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgct 
cactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttg 
cgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactc 
aaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggc 

20 caggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctc 
aagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgt 
tccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggta 
tctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatcc 
ggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcaga 

25 gcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatct 
gcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtg 
gtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgc 
tcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaa 
tgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagc 

30 gatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccc 
cagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggcc 
gagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgcc 
agttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctcc 
ggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgt 

35 cagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatg 
cttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaat 
acgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaag 
gatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgttt 
ctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatact 

40 cttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaa 
taggggttccgcgcacatttccccgaaaagtgccacctgacgtc 



(2) INFORMATION FOR SEQ. ID. NO:55: 

45 

(i) SEQUENCE CHARACTERISTICS: 
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(A) LENGTH: 6969 base pairs 

(B) TYPE: nucleic acid 

5 (C) STRANDEDNESS: double 
(D) TOPOLOGY: circular 
(ii) MOLECULE TYPE: cDNA 

10 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

15 (B) LOCATION: 1 6969 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:55: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 

20 gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 

25 atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

30 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

35 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccgtcggcgctgtcggcagcgtcggcgacgaggtcgctggcgtcggatccggggcgtggctgcacccagaa 
acgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaag 

40 atccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtat 
tgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaa 
gcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttc 
tgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttggga 
accggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaa 

45 ctattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccact 
tctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcag 
cactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaata 
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gacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctaga 
gctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaa 
ggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtg 
gggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggctt 
5 ctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtg 
tggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgcca 
cgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgacccca 
aaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgt 
tctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggat 

10 ttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtgg 
aaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtcc 
ccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcc 
catcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggc 
cgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagctt 

15 gtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctc 
cggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccgg 
ctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagc 
gcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggc 
tgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgc 

20 aatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgta 
ctcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgcc 
aggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtgga 
aaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgt 
gatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgca 

25 tcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctg 
ccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgat 
cctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaa 
tagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtct 
gtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattcca 

30 cacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgct 
cactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttg 
cgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactc 
aaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggc 
caggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctc 

35 aagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgt 
tccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggta 
tctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatcc 
ggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcaga 
gcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatct 

40 gcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtg 
gtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgc 
tcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaa 
tgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagc 
gatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccc 

45 cagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggcc 
gagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgcc 
agttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctcc 
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ggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgt 
cagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatg 
cttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaat 
acgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaag 
5 gatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgttt 
ctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatact 
cttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaa 
taggggttccgcgcacatttccccgaaaagtgccacctgacgtc 

10 



(2) INFORMATION FOR SEQ. ID. NO:56: 
15 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 7212 base pairs 

(B) TYPE: nucleic acid 

20 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

25 (ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

30 

(B) LOCATION: 1 7212 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:56: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
35 ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
40 cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
45 ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
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cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
5 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

10 cacggatccgtcggcgctgtcggcagcgtcggcgacgaggtcgctggcgtcggatccggggcgtggctgcacccagaa 
acgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaag 
atccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtat 
tgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaa 
gcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttc 

15 tgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttggga 
accggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaa 
ctattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccact 
tctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcag 
cactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaata 

20 gacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctaga 
gctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaa 
ggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtg 
gggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggctt 
ctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtg 

25 tggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgcca 
cgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgacccca 
aaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgt 
tctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggat 
ttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtgg 

30 aaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtcc 
ccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcc 
catcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggc 
cgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagctt 
gtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctc 

35 cggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccgg 
ctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagc 
gcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggc 
tgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgc 
aatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgta 

40 ctcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgcc 
aggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtgga 
aaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgt 
gatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgca 
tcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctg 

45 ccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgat 
cctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaa 
tagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtct 
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gtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattcca 
cacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgct 
cactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttg 
cgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactc 
5 aaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggc 
caggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctc 
aagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgt 
tccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggta 
tctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatcc 

10 ggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcaga 
gcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatct 
gcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtg 
gtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgc 
tcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaa 

15 tgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagc 
gatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccc 
cagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggcc 
gagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgcc 
agttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctcc 

20 ggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgt 
cagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatg 
cttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaat 
acgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaag 
gatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgttt 

25 ctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatact 
cttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaa 
t^ggggttccgcgcacatttccccgaaaagtgccacctgacgtc 



30 2) INFORMATION FOR SEQ. ID. N0.57: rhinovirus 14 2a 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1095 base pairs 

35 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 
40 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

45 

(A) NAME / KEY: Coding Sequence 
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(B) LOCATION: 1 1095 



(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:57: 

ttgggtcgtgcagcttgtgtgcatgtaactgaaatacaaaacaaagatgctactggaatagataatcacagagaagcaaaatt 
5 gttcaatgattggaaaatcaacctgtccagccttgtccaacttagaaagaaactggaactcttcacttatgttaggtttgattctg 
agtataccatactggccactgcatctcaacctgattcagcaaactattcaagcaatttggtggtccaagccatgtatgttccac 
atggtgccccgaaatccaaaagagtgggcgattacacatggcaaagtgcttcaaaccccagtgtattcttcaaggtggggg 
atacatcaaggtttagtgtgccttatgtaggattggcatcagcatataattgtttttatgatggttactcacatgatgatgcagaaa 
ctcagtatggcataactgttctaaaccatatgggtagtatggcattcagaatagtaaatgaacatgatgaacacaaaactcttg 

10 tcaagatcagagtttatcacagggcaaagctcgttgaagcatggattccaagagcacccagagcactaccctacacatcaa 
tagggcgcacaaattatcctaagaatacagaaccagtaattaagaagaggaaaggtgacattaaatcctatggtttaggacc 
taggtacggtgggatttatacatcaaatgttaaaataatgaattaccacttgatgacaccagaagaccaccataatctgatagc 
accctatccaaatagagatttagcaatagtctcaacaggaggacatggtgcagaaacaataccacactgtaaccgtacatca 
ggtgtttactattccacatattacagaaagtattaccccataatttgcgaaaagcccaccaacatctggattgaaggaagccct 

15 tattacccaagtagatttcaagcaggagtgatgaaaggggttgggccggcagagctaggagactgcggtgggattttgag 
atgcatacatggtcccattggattgttaacagctgaaggtagtggatatgtttgttttgctgacatacgacagttggagtgtatc 
gcagaggaacag 

2) INFORMATION FOR SEQ. ID. N0.58: HRV145' primer 

20 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 29 base pairs 
25 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

30 

(ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 

35 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 29 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:58: 
40 taggatccttgggtcgtgcagcttgtgtg 



(2) INFORMATION FOR SEQ. ID. NO:59: 

45 

(i) SEQUENCE CHARACTERISTICS: 
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(A) LENGTH: 29 nubleotides 

(B) TYPE: nucleic acid 

5 (C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: oligonucleotide 

10 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

15 (B) LOCATION: 1 29 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:59: 
aaggatccctgttcctctgccatacactc 

20 



(2) INFORMATION FOR SEQ. ID. NO:60: 
25 (i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 8022 base pairs 

(B) TYPE: nucleic acid 

30 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

35 (ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

40 

(B) LOCATION: 1 8022 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:60: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
45 ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
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ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
5 ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

10 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

15 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccttgggtcgtgcagcttgtgtgcatgtaactgaaatacaaaacaaagatgctactggaatagataatcacagag 
aagcaaaattgttcaatgattggaaaatcaacctgtccagccttgtccaacttagaaagaaactggaactcttcacttatgttag 
gtttgattctgagtataccatactggccactgcatctcaacctgattcagcaaactattcaagcaatttggtggtccaagccatg 

20 tatgttccacatggtgccccgaaatccaaaagagtgggcgattacacatggcaaagtgcttcaaaccccagtgtattcttcaa 
ggtgggggatacatcaaggtttagtgtgccttatgtaggattggcatcagcatataattgtttttatgatggttactcacatgatg 
atgcagaaactcagtatggcataactgttctaaaccatatgggtagtatggcattcagaatagtaaatgaacatgatgaacac 
aaaactcttgtcaagatcagagtttatcacagggcaaagctcgttgaagcatggattccaagagcacccagagcactaccct 
acacatcaatagggcgcacaaattatcctaagaatacagaaccagtaattaagaagaggaaaggtgacattaaatcctatg 

25 gtttaggacctaggtacggtgggatttatacatcaaatgttaaaataatgaattaccacttgatgacaccagaagaccaccata 
atctgatagcaccctatccaaatagagatttagcaatagtctcaacaggaggacatggtgcagaaacaataccacactgtaa 
ccgtacatcaggtgtttactattccacatattacagaaagtattaccccataatttgcgaaaagcccaccaacatctggattgaa 
ggaagcccttattacccaagtagatttcaagcaggagtgatgaaaggggttgggccggcagagctaggagactgcggtg 
ggattttgagatgcatacatggtcccattggattgttaacagctgaaggtagtggatatgtttgttttgctgacatacgacagttg 

30 gagtgtatcgcagaggaacagggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatgctgaagat 
cagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgtt 
ttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgc 
cgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagag 
aattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagc 

35 taaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaa 
cgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagct 
tcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctgg 
tttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctccc 
gtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcac 

40 tgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgcctt 
ctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaata 
aaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaaggggg 
aggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctgggg 
ctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgct 

45 acacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctc 
taaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcac 
gtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaact 



Auro-039.00us 

Aurora Biosciences Corp. 



174 



ggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagct 
gatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcag 
gcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagt 
atgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagtt 
5 ccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaa 
gtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaaga 
gacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctatt 
cggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttc 
tttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacg 

10 ggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggca 
ggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatc 
cggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgat 
caggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgac 
ggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcga 

15 ctgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcg 
aatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagt 
tcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgc 
cgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctg 
gagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaag 

20 catttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagc 
ttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcata 
aagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaa 
cctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcg 
ctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccaca 

25 gaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgtt 
gctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccga 
caggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggata 
cctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgc 
tccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacc 

30 cggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctaca 
gagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttc 
ggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattac 
gcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaa 
gggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtata 

35 tatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagtt 
gcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagac 
ccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaacttt 
atccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgcc 
attgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttaca 

40 tgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatca 
ctcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaa 
gtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcag 
aactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgat 
gtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaa 

45 atgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatca 
gggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaa 
agtgccacctgacgtc 
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2) INFORMATION FOR SEQ. ID. N0.61: rhinovirus 16 2a 
5 (i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 636 base pairs 

(B) TYPE: nucleic acid 

10 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

15 (ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

20 

(B) LOCATION: 1 636 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. N0:61: 

atgggaactttgtgttcgcgtattgtgaccagtgagcaattacacaaagtcaaagtggtaacaaggatatatcacaaagccaa 
25 acacaccaaagcttggtgcccaagaccacccagagctgttcaatactcacatacacataccaccaactacaaattgagttca 
gaagtacacaatgatgtggctataagacctagaacaaatctaacaactgttgggcctagtgacatgtatgtgcatgttggtaat 
ctaatatacagaaatctacatttatttaactctgacatacatgattccattttagtgtcttattcatcagatttaatcatataccgaac 
aagcacacaaggtgatggttatattccaacatgtaattgcactgaagctacatattactgcaaacacaaaaacaggtactacc 
caattaatgtcacacctcatgactggtatgagatacaagagagtgaatattatccaaaacatatccagtacaatttactaatag 
30 gtgaaggaccatgtgaaccaggtgattgtggtgggaaattattatgcaaacatggagtgataggtattattacagcaggtggt 
gagggccatgttgcattcatagatcttagacactttcactgtgctgaa 



2) INFORMATION FOR SEQ. ID. N0.62: HRV165 primer 

35 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 29 base pairs 

40 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

45 

(ii) MOLECULE TYPE: oligonucleotide 
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(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

5 (B) LOCATION: 1 29 

(xi) SEQUENCE DESCRIPTION: SEQ. ED. NO:62: 
aaggatccatgggaactttgtgttcgcgt 

10 

(2) INFORMATION FOR SEQ. ID. NO:63: 

(1) SEQUENCE CHARACTERISTICS: 

15 

(A) LENGTH: 29 base pairs 

(B) TYPE: nucleic acid 

20 (C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: oligonucleotide 

25 

(ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

30 (B) LOCATION: 1 29 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:63: 
ttggatccttcttcagcacagtgaaagtgtc 

35 

(2) INFORMATION FOR SEQ. ID. NO:64: 
40 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 7563 base pairs 

(B) TYPE: nucleic acid 

45 

(C) STRANDEDNESS: double 
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(D) TOPOLOGY: circular 
(ii) MOLECULE TYPE: cDNA 
5 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 7563 

10 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:64: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 

15 ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 

20 ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

25 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

30 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccatgggaactttgtgttcgcgtattgtgaccagtgagcaattacacaaagtcaaagtggtaacaaggatatatca 
caaagccaaacacaccaaagcttggtgcccaagaccacccagagctgttcaatactcacatacacataccaccaactaca 
aattgagttcagaagtacacaatgatgtggctataagacctagaacaaatctaacaactgttgggcctagtgacatgtatgtg 

35 catgttggtaatctaatatacagaaatctacatttatttaactctgacatacatgattccattttagtgtcttattcatcagatttaatc 
atataccgaacaagcacacaaggtgatggttatattccaacatgtaattgcactgaagctacatattactgcaaacacaaaaa 
caggtactacccaattaatgtcacacctcatgactggtatgagatacaagagagtgaatattatccaaaacatatccagtaca 
atttactaataggtgaaggaccatgtgaaccaggtgattgtggtgggaaattattatgcaaacatggagtgataggtattatta 
cagcaggtggtgagggccatgttgcattcatagatcttagacactttcactgtgctgaaggatccggggcgtggctgcaccc 

40 agaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcg 
gtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatc 
ccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcaca 
gaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaac 
ttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcg 

45 ttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttg 
cgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcag 
gaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatc 
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attgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaa 
cgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaa 
atgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgac 
cctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctg 
5 gggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggct 
ctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgc 
ggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcct 
ttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacct 
cgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttgg 

10 agtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataaggga 
ttttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagtt 
agggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgt 
ggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccct 
aactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagag 

15 gccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcc 
cgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcac 
gcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgc 
cgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcagga 
cgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcggga 

20 agggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatca 
tggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgag 
cgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccg 
aactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaat 
atcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgt 

25 tggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgat 
tcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgac 
gcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgcc 
ggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttac 
aaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgta 

30 tcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccg 
ctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacatta 
attgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcgggg 
agaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcgg 
tatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggc 

35 cagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaa 
aaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcg 
tgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgct 
cacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccg 
ctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaac 

40 aggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggac 
agtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccg 
ctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctac 
ggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatcc 
ttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgagg 

45 cacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggctt 
accatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccag 
ccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagt 
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aagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggct 
tcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcc 
tccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccat 
ccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcc 
5 cggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaa 
aactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttc 
accagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttga 
atactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaa 
aataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 

10 



15 (2) INFORMATION FOR SEQ. ID. NO:65: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 7053 base pairs 

20 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 
25 (D) TOPOLOGY: circular 

(ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 

30 

(A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 7053 

35 (xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:65: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 

40 ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 

45 aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 



Auro-039.00us 

Aurora Biosciences Corp. 



180 



gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgggatgcacggatccatgggaactttgtgt 
tcgcgtattgtgaccagtgagcaattacacaaagtcaaagtggtaacaaggatatatcacaaagccaaacacaccaaagctt 
ggtgcccaagaccacccagagctgttcaatactcacatacacataccaccaactacaaattgagttcagaagtacacaatga 

5 tgtggctataagacctagaacaaatctaacaactgttgggcctagtgacatgtatgtgcatgttggtaatctaatatacagaaat 
ctacatttatttaactctgacatacatgattccattttagtgtcttattcatcagatttaatcatataccgaacaagcacacaaggtg 
atggttatattccaacatgtaattgcactgaagctacatattactgcaaacacaaaaacaggtactacccaattaatgtcacac 
ctcatgactggtatgagatacaagagagtgaatattatccaaaacatatccagtacaatttactaataggtgaaggaccatgtg 
aaccaggtgattgtggtgggaaattattatgcaaacatggagtgataggtattattacagcaggtggtgagggccatgttgca 

10 ttcatagatcttagacactttcactgtgctgaaggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatg 
ctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccga 
agaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaact 
cggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgaca 
gtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccg 

15 aaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagcca 
taccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactactta 
ctctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccgg 
ctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaa 
gccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagatagg 

20 tgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcga 
ctgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcct 
ttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagca 
agggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaacca 
gctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgt 

25 gaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgt 
caagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgat 
ggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgtt 
ccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaa 
atgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctcccc 

30 aggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcagg 
cagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccg 
cccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctat 
tccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctg 
atcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggaga 

35 ggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgc 
ccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggcc 
acgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgcc 
ggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacg 
cttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtctt 

40 gtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgc 
ccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggatt 
catcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttgg 
cggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttg 
acgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattc 

45 caccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatct 
catgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcaca 
aataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctag 



Auro-039.00us 

Aurora Biosciences Corp. 



181 



ctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccgg 
aagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagt 
cgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttcc 
gcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacgg 

5 ttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaag 
gccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcga 
aacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgctta 
ccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtagg 
tcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttga 

10 gtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggc 
ggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagcc 
agttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagca 
gcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaac 
tcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatc 

15 taaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttc 
atccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgata 
ccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggt 
cctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgca 
acgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaa 

20 ggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggcc 
gcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtga 
gtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcg 
ccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgag 
atccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaaca 

25 ggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattg 
aagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcaca 
tttccccgaaaagtgccacctgacgtc 



30 

2) INFORMATION FOR SEQ. ID. N0.66: HRV16 D35A primer 

(i) SEQUENCE CHARACTERISTICS: 
35 (A) LENGTH: 32 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

40 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: oligonucleotide 
45 (ix) FEATURE: 

(A) NAME / KEY: Coding Sequence 
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(B) LOCATION: 1 32 



(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:66: 
5 gtgtcttattcatcagctttaatcatataccg 



(2) INFORMATION FOR SEQ. ID. NO:67: 

10 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 34 base pairs 
15 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

20 

(ii) MOLECULE TYPE: oligonucleotide 
(ix) FEATURE: 

25 (A) NAME / KEY: Coding Sequence 

(B) LOCATION: 1 34 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:67: 
30 gtgaaccaggtgatgctggtgggaaattattatg 



2) INFORMATION FOR SEQ. ID. N0.68: pcDNA3-3XUb-Bla HRV16 (C106A) 

35 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 7563 base pairs 

40 (B) TYPE: 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: 

45 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. N0.68: 
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gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 

5 ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 

10 aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

15 cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 

20 gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatccatgggaactttgtgttcgcgtattgtgaccagtgagcaattacacaaagtcaaagtggtaacaaggatatatca 
caaagccaaacacaccaaagcttggtgcccaagaccacccagagctgttcaatactcacatacacataccaccaactaca 
aattgagttcagaagtacacaatgatgtggctataagacctagaacaaatctaacaactgttgggcctagtgacatgtatgtg 
catgttggtaatctaatatacagaaatctacatttatttaactctgacatacatgattccattttagtgtcttattcatcagatttaatc 

25 atataccgaacaagcacacaaggtgatggttatattccaacatgtaattgcactgaagctacatattactgcaaacacaaaaa 
caggtactacccaattaatgtcacacctcatgactggtatgagatacaagagagtgaatattatccaaaacatatccagtaca 
atttactaataggtgaaggaccatgtgaaccaggtgatgctggtgggaaattattatgcaaacatggagtgataggtattatta 
cagcaggtggtgagggccatgttgcattcatagatcttagacactttcactgtgctgaaggatccggggcgtggctgcaccc 
agaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcg 

30 gtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatc 
ccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcaca 
gaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaac 
ttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcg 
ttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttg 

35 cgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcag 
gaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatc 
attgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaa 
cgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaa 
atgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgac 

40 cctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctg 
gggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggct 
ctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgc 
ggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcct 
ttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacct 

45 cgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttgg 
agtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataaggga 
ttttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagtt 
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agggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgt 
ggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccct 
aactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagag 
gccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcc 

5 cgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcac 
gcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgc 
cgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcagga 
cgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcggga 
agggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatca 

10 tggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgag 
cgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccg 
aactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaat 
atcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgt 
tggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgat 

15 tcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgac 
gcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgcc 
ggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttac 
aaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgta 
tcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccg 

20 ctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacatta 
attgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcgggg 
agaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcgg 
tatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggc 
cagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaa 

25 aaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcg 
tgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgct 
cacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccg 
ctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaac 
aggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggac 

30 agtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccg 
ctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctac 
ggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatcc 
ttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgagg 
cacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggctt 

35 accatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccag 
ccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagt 
aagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggct 
tcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcc 
tccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccat 

40 ccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcc 
cggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaa 
aactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttc 
accagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttga 
atactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaa 

45 aataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 
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2) INFORMATION FOR SEQ. ID. N0.69: pcDNA3-3XUb-Bla HRV16 (D35A) 



(i) SEQUENCE CHARACTERISTICS: 

5 

(A) LENGTH: 7563 base pairs 

(B) TYPE: 

10 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. N0.69: 

15 gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 

20 ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 

25 gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttgatatcgaattcctgcagcccg 
ggggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 

30 agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 
cacggatctaccatggaaatcttcgtgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattg 
agaatgtcaaggcaaagatccaagacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctg 
gaagatggacgcaccctgtctgactacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgtgcac 

35 cacggatccatgggaactttgtgttcgcgtattgtgaccagtgagcaattacacaaagtcaaagtggtaacaaggatatatca 
caaagccaaacacaccaaagcttggtgcccaagaccacccagagctgttcaatactcacatacacataccaccaactaca 
aattgagttcagaagtacacaatgatgtggctataagacctagaacaaatctaacaactgttgggcctagtgacatgtatgtg 
catgttggtaatctaatatacagaaatctacatttatttaactctgacatacatgattccattttagtgtcttattcatcagctttaatc 
atataccgaacaagcacacaaggtgatggttatattccaacatgtaattgcactgaagctacatattactgcaaacacaaaaa 

40 caggtactacccaattaatgtcacacctcatgactggtatgagatacaagagagtgaatattatccaaaacatatccagtaca 
atttactaataggtgaaggaccatgtgaaccaggtgattgtggtgggaaattattatgcaaacatggagtgataggtattatta 
cagcaggtggtgagggccatgttgcattcatagatcttagacactttcactgtgctgaaggatccggggcgtggctgcaccc 
agaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcg 
gtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatc 

45 ccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcaca 
gaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaac 
ttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcg 
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ttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttg 
cgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcag 
gaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatc 
attgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaa 

5 cgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaa 
atgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgac 
cctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctg 
gggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggct 
ctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgc 

10 ggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcct 
ttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacct 
cgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttgg 
agtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataaggga 
ttttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagtt 

15 agggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgt 
ggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccct 
aactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatggctgactaattttttttatttatgcagag 
gccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcc 
cgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcac 

20 gcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgc 
cgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcagga 
cgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcggga 
agggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatca 
tggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgag 

25 cgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccg 
aactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaat 
atcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgt 
tggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgat 
tcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgac 

30 gcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgcc 
ggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttac 
aaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgta 
tcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccg 
ctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacatta 

35 attgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcgggg 
agaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcgg 
tatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggc 
cagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaa 
aaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcg 

40 tgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgct 
cacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccg 
ctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaac 
aggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggac 
agtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccg 

45 ctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctac 
ggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatcc 
ttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgagg 
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cacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagggctt 
accatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccag 
ccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagt 
aagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggct 

5 tcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcc 
tccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccat 
ccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcc 
cggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaa 
aactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttc 

10 accagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttga 
atactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaa 
aataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 



2) INFORMATION FOR SEQ. ID. NO.70: pcDNA3-Ub-Met-Bla HRV16 (C106A) 

(i) SEQUENCE CHARACTERISTICS: 
20 (A) LENGTH: 7053 base pairs 

(B) TYPE: 

(D) TOPOLOGY: linear 

25 

(ii) MOLECULE TYPE: 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO.70: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 

30 ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 

35 cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 

40 tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgggatgcacggatccatgggaactttgtgt 
tcgcgtattgtgaccagtgagcaattacacaaagtcaaagtggtaacaaggatatatcacaaagccaaacacaccaaagctt 
ggtgcccaagaccacccagagctgttcaatactcacatacacataccaccaactacaaattgagttcagaagtacacaatga 

45 tgtggctataagacctagaacaaatctaacaactgttgggcctagtgacatgtatgtgcatgttggtaatctaatatacagaaat 
ctacatttatttaactctgacatacatgattccattttagtgtcttattcatcagatttaatcatataccgaacaagcacacaaggtg 
atggttatattccaacatgtaattgcactgaagctacatattactgcaaacacaaaaacaggtactacccaattaatgtcacac 
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ctcatgactggtatgagatacaagagagtgaatattatccaaaacatatccagtacaatttactaataggtgaaggaccatgtg 
aaccaggtgatgctggtgggaaattattatgcaaacatggagtgataggtattattacagcaggtggtgagggccatgttgc 
attcatagatcttagacactttcactgtgctgaaggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagat 
gctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccg 
5 aagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaa 
ctcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgac 
agtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggacc 
gaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagcc 
ataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactactt 
10 actctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccg 
gctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggta 
agccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagatag 
gtgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcg 
actgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcc 
15 tttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagc 
aagggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaacc 
agctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcg 
tgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccg 
tcaagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtga 
20 tggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgt 
tccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaa 
atgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctcccc 
aggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcagg 
cagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccg 
25 cccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctat 
tccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctg 
atcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggaga 
ggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgc 
ccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggcc 
30 acgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgcc 
ggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacg 
cttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtctt 
gtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgc 
ccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggatt 
35 catcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttgg 
cggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttg 
acgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattc 
caccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatct 
catgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcaca 
40 aataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctag 
ctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccgg 
aagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagt 
cgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttcc 
gcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacgg 
45 ttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaag 
gccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcga 
aacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgctta 
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ccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtagg 
tcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttga 
gtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggc 
ggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagcc 

5 agttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagca 
gcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaac 
tcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatc 
taaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttc 
atccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgata 

10 ccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggt 
cctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgca 
acgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaa 
ggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggcc 
gcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtga 

15 gtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcg 
ccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgag 
atccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaaca 
ggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattg 
aagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcaca 

20 tttccccgaaaagtgccacctgacgtc 



2) INFORMATION FOR SEQ. ID. N0.71: pcDNA3-Ub-Met-Bla HRV16 (D35A) 

25 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 7053 base pairs 

30 

(B) TYPE: 

(D) TOPOLOGY: linear 
35 (ii) MOLECULE TYPE: 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. N0.71: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 

40 gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 
ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 

45 atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 
ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 



Auro-039.00us 

Aurora Biosciences Corp. 



190 



gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 
ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgggatgcacggatccatgggaactttgtgt 
5 tcgcgtattgtgaccagtgagcaattacacaaagtcaaagtggtaacaaggatatatcacaaagccaaacacaccaaagctt 
ggtgcccaagaccacccagagctgttcaatactcacatacacataccaccaactacaaattgagttcagaagtacacaatga 
tgtggctataagacctagaacaaatctaacaactgttgggcctagtgacatgtatgtgcatgttggtaatctaatatacagaaat 
ctacatttatttaactctgacatacatgattccattttagtgtcttattcatcagctttaatcatataccgaacaagcacacaaggtg 
atggttatattccaacatgtaattgcactgaagctacatattactgcaaacacaaaaacaggtactacccaattaatgtcacac 
10 ctcatgactggtatgagatacaagagagtgaatattatccaaaacatatccagtacaatttactaataggtgaaggaccatgtg 
aaccaggtgattgtggtgggaaattattatgcaaacatggagtgataggtattattacagcaggtggtgagggccatgttgca 
ttcatagatcttagacactttcactgtgctgaaggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatg 
ctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccga 
agaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaact 
15 cggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgaca 
gtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccg 
aaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagcca 
taccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactactta 
ctctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccgg 
20 ctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaa 
gccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagatagg 
tgcctcactgattaagcattggtaatctagagggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcga 
ctgtgccttctagttgccagccatctgttgtttgcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcct 
ttcctaataaaatgaggaaattgcatcgcattgtctgagtaggtgtcattctattctggggggtggggtggggcaggacagca 
25 agggggaggattgggaagacaatagcaggcatgctggggatgcggtgggctctatggcttctgaggcggaaagaacca 
gctggggctctagggggtatccccacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgt 
gaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgt 
caagctctaaatcggggcatccctttagggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgat 
ggttcacgtagtgggccatcgccctgatagacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgtt 
30 ccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaa 
atgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctcccc 
aggcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcagg 
cagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccg 
cccagttccgcccattctccgccccatggctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctat 
35 tccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctg 
atcaagagacaggatgaggatcgtttcgcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggaga 
ggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgc 
ccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggcc 
acgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgcc 
40 ggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacg 
cttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtctt 
gtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgc 
ccgacggcgaggatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggatt 
catcgactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttgg 
45 cggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttg 
acgagttcttctgagcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattc 
caccgccgccttctatgaaaggttgggcttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatct 
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catgctggagttcttcgcccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcaca 
aataaagcatttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctag 
ctagagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccgg 
aagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagt 

5 cgggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttcc 
gcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacgg 
ttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaag 
gccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcga 
aacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgctta 

10 ccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtagg 
tcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttga 
gtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggc 
ggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaagcc 
agttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagca 

15 gcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaac 
tcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatc 
taaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttc 
atccatagttgcctgactccccgtcgtgtagataactacgatacgggagggcttaccatctggccccagtgctgcaatgata 
ccgcgagacccacgctcaccggctccagatttatcagcaataaaccagccagccggaagggccgagcgcagaagtggt 

20 cctgcaactttatccgcctccatccagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgca 
acgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaa 
ggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggcc 
gcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtga 
gtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcg 

25 ccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgag 
atccagttcgatgtaacccactcgtgcacccaactgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaaca 
ggaaggcaaaatgccgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattg 
aagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcaca 

tttccccgaaaagtgccacctgacgtc 

30 



2) INFORMATION FOR SEQ. ID. N0.72: pcDNA3-MetUb-Bla HR14 
35 (i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 7512 base pairs 

(B) TYPE: nucleic acid 

40 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: circular 

45 (ii) MOLECULE TYPE: cDNA 
(ix) FEATURE: 
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(A) NAME / KEY: Coding Sequence 



(B) LOCATION: 1 7512 

5 

(xi) SEQUENCE DESCRIPTION: SEQ. ID. NO:72: 

gacggatcgggagatctcccgatcccctatggtcgactctcagtacaatctgctctgatgccgcatagttaagccagtatctg 
ctccctgcttgtgtgttggaggtcgctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggcttgaccgacaatt 
gcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgcgttgacattgattattga 

10 ctagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgcgttacataacttacggtaaatggc 
ccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgacgtatgttcccatagtaacgccaatagggact 
ttccattgacgtcaatgggtggactatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccc 
cctattgacgtcaatgacggtaaatggcccgcctggcattatgcccagtacatgaccttatgggactttcctacttggcagtac 
atctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacgg 

15 ggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaac 
aactccgccccattgacgcaaatgggcggtaggcgtgtacggtgggaggtctatataagcagagctctctggctaactaga 
gaacccactgcttactggcttatcgaaattaatacgactcactatagggagacccaagcttggtaccaccatggagatcttcg 
tgaagactctgactggtaagaccatcactctcgaagtggagccgagtgacaccattgagaatgtcaaggcaaagatccaa 
gacaaggaaggcatccctcctgaccagcagaggttgatctttgctgggaaacagctggaagatggacgcaccctgtctga 

20 ctacaacatccagaaagagtccaccctgcacctggtactccgtctcagaggtgggatgcacggatccttgggtcgtgcagc 
ttgtgtgcatgtaactgaaatacaaaacaaagatgctactggaatagataatcacagagaagcaaaattgttcaatgattgga 
aaatcaacctgtccagccttgtccaacttagaaagaaactggaactcttcacttatgttaggtttgattctgagtataccatactg 
gccactgcatctcaacctgattcagcaaactattcaagcaatttggtggtccaagccatgtatgttccacatggtgccccgaa 
atccaaaagagtgggcgattacacatggcaaagtgcttcaaaccccagtgtattcttcaaggtgggggatacatcaaggttt 

25 agtgtgccttatgtaggattggcatcagcatataattgtttttatgatggttactcacatgatgatgcagaaactcagtatggcat 
aactgttctaaaccatatgggtagtatggcattcagaatagtaaatgaacatgatgaacacaaaactcttgtcaagatcagagt 
ttatcacagggcaaagctcgttgaagcatggattccaagagcacccagagcactaccctacacatcaatagggcgcacaa 
attatcctaagaatacagaaccagtaattaagaagaggaaaggtgacattaaatcctatggtttaggacctaggtacggtgg 
gatttatacatcaaatgttaaaataatgaattaccacttgatgacaccagaagaccaccataatctgatagcaccctatccaaat 

30 agagatttagcaatagtctcaacaggaggacatggtgcagaaacaataccacactgtaaccgtacatcaggtgtttactattc 
cacatattacagaaagtattaccccataatttgcgaaaagcccaccaacatctggattgaaggaagcccttattacccaagta 
gatttcaagcaggagtgatgaaaggggttgggccggcagagctaggagactgcggtgggattttgagatgcatacatggt 
cccattggattgttaacagctgaaggtagtggatatgtttgttttgctgacatacgacagttggagtgtatcgcagaggaacag 
ggatccggggcgtggctgcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggtt 

35 acatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaa 
gttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatga 
cttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataacc 
atgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgg 
gggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatg 

40 cctgtagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactg 
gatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagcc 
ggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacg 
gggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaatctaga 
gggccctattctatagtgtcacctaaatgctagagctcgctgatcagcctcgactgtgccttctagttgccagccatctgttgttt 

45 gcccctcccccgtgccttccttgaccctggaaggtgccactcccactgtcctttcctaataaaatgaggaaattgcatcgcatt 
gtctgagtaggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcag 
gcatgctggggatgcggtgggctctatggcttctgaggcggaaagaaccagctggggctctagggggtatccccacgcg 
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ccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagcgccctagcgc 
ccgctcctttcgctttcttcccttcctttctcgccacgttcgccggctttccccgtcaagctctaaatcggggcatccctttaggg 
ttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgata 
gacggtttttcgccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatct 

5 cggtctattcttttgatttataagggattttggggatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcga 
attaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggctccccaggcaggcagaagtatgcaaagcatgc 
atctcaattagtcagcaaccaggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaatt 
agtcagcaaccatagtcccgcccctaactccgcccatcccgcccctaactccgcccagttccgcccattctccgccccatg 
gctgactaattttttttatttatgcagaggccgaggccgcctctgcctctgagctattccagaagtagtgaggaggcttttttgg 

10 aggcctaggcttttgcaaaaagctcccgggagcttgtatatccattttcggatctgatcaagagacaggatgaggatcgtttc 
gcatgattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaac 
agacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtc 
cggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtg 
ctcgacgttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcacctt 

15 gctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgacc 
accaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaaga 
gcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtgac 
ccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtgg 
cggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcg 

20 tgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgagcgggactctggg 
gttcgaaatgaccgaccaagcgacgcccaacctgccatcacgagatttcgattccaccgccgccttctatgaaaggttggg 
cttcggaatcgttttccgggacgccggctggatgatcctccagcgcggggatctcatgctggagttcttcgcccaccccaac 
ttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcattctagtt 
gtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgacctctagctagagcttggcgtaatcatggtcatag 

25 ctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgc 
ctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgcatta 
atgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctc 
ggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcag 
gaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgctggcgtttttccataggct 

30 ccgcccccctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccag 
gcgtttccccctggaagctccctcgtgcgctctcctgttccgaccctgccgcttaccggatacctgtccgcctttctcccttcg 
ggaagcgtggcgctttctcaatgctcacgctgtaggtatctcagttcggtgtaggtcgttcgctccaagctgggctgtgtgca 
cgaaccccccgttcagcccgaccgctgcgccttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcg 
ccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcc 

35 taactacggctacactagaaggacagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagct 
cttgatccggcaaacaaaccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatc 
tcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagatta 
tcaaaaaggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgac 
agttaccaatgcttaatcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgta 

40 gataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccag 
atttatcagcaataaaccagccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctat 
taattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggt 
gtcacgctcgtcgtttggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaa 
aaaagcggttagctccttcggtcctccgatcgttgtcagaagtaagttggccgcagtgttatcactcatggttatggcagcact 

45 gcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtat 
gcggcgaccgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcatt 
ggaaaacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcaccca 
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actgatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaat 
aagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcg 
gatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtc 
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CLAIMS 

We claim. 



1. A method of detecting an activity in a cell, comprising; 
5 1) providing a cell comprising, 

a) at least one destabilization domain, wherein said 
destabilization domain is non-cleavable by a-NH-ubiquitin 
protein endoproteases, 

b) a reporter moiety, and 

10 c) a linker moiety that operatively couples said destabilization 

domain to said reporter moiety, 

wherein said linker moiety comprises a recognition 
motif for said activity and modification of said linker moiety by 
said activity modulates the coupling of said destabilization 
15 domain to said reporter moiety thereby modulating the stability 

of said reporter moiety, and 

wherein said linker moiety is non-cleavable by said a- 
NH-ubiquitin protein endoproteases, 
2) detecting said reporter moiety, or a product of said reporter moiety. 

20 

2. The method of claim 1, wherein said at least one destabilization domain is 
arranged as linear multimer, and 

wherein said linear multimer comprises at least two copies of said 
destabilization domain and is non-cleavable by said a-NH-ubiquitin 
25 protein endoproteases. 

3. The method of claim 1, wherein said linker moiety is non-naturally occurring 
polypeptide or protein. 

30 4. The method of claim 1, wherein said linker moiety covalently couples said 
destabilization domain to said reporter protein. 
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5. The method of claim 1, wherein said linker moiety is between about 1 and 30 
amino acid residues. 

6. The method of claim 1, wherein said destabilization domain comprises a ubiquitin 
5 homolog. 

7. The method of claim 6, wherein said ubiquitin homolog comprises a mutation that 
prevents cleavage by said a-NH-ubiquitin protein endoproteases. 

10 8. The method of claim 6, wherein said ubiquitin homolog comprises a mutation at 
glycine 76. 

9. The method of claim 1, wherein said linker moiety comprises a first amino acid 
sequence that is covalently coupled to said reporter moiety, and a second amino 

15 acid sequence that is covalently coupled to said at least one destabilization 
domain. 

10. The method of claim 1, wherein said activity is selected from the group consisting 
of a protease activity, a protein kinase activity and a phosphoprotein phosphatase 

20 activity. 

IL The method of claim 1, wherein said reporter moiety is selected from the group 
consisting of a naturally fluorescent protein homolog, a P-lactamase homolog, a 
|3-galactosidase homolog, an alkaline phosphatase homolog, a CAT homolog, and 
25 a luciferase homolog. 

12. The method of claim 11, wherein said reporter moiety comprises a P-lactamase 
homolog. 

30 13. The method of claim 11, wherein said reporter moiety comprises an Aequorea 
Green fluorescent protein homolog. 
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14. The method of claim 11, wherein said reporter moiety comprises an Anthozoan 
Green fluorescent protein homolog. 

15. The method of claim 1, wherein said cell is a mammalian cell. 

5 

16. The method of claim 1, wherein said cell is a yeast cell. 

17. The method of claim 1, wherein said cell is an insect cell. 

10 18. The method of claim 1, wherein said cell is a plant cell. 

19. The method of claim 1, wherein said method further comprises the step of adding 
a protein synthesis inhibitor to said cell. 

15 20. The method of claim 1, wherein said method further comprises the step of adding 
an inhibitor of said reporter moiety to said cell. 

21. The method of claim 1, wherein said method further comprises the step of adding 
a test chemical to said cell. 

20 

22. The method of claim 20, wherein said method further comprises the step of 
relating said reporter moiety activity before addition of said test chemical to said 
reporter moiety activity after addition of said test chemical. 

25 23. A method of regulating the concentration of one or more target proteins in a cell, 
comprising; 

1) providing a cell comprising, 

a) a linear multimerized destabilization domain, wherein said 
linear multimerized destabilization domain is non-cleavable 

30 by a a-NH-ubiquitin protein endoproteases, and comprises 

at least two copies of a destabilization domain, 

b) a target protein, and 
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c) a linker that operatively couples said linear multimerized 
destabilization domain to said target protein, 

wherein said linker comprises a protease cleavage site 
for a protease and cleavage of said linker by said protease 
5 modulates the coupling of said linear multimerized 

destabilization domain to said target protein, thereby 
modulating the stability of said target protein in said cell, and 

wherein said linker is non-cleavable by a oc-NH- 
ubiquitin protein endoproteases, 
10 2) providing said protease to cause cleavage of said linker thereby increasing 

the stability and concentration of said protein of interest in said cell, 

24, The method of claim 23, wherein said protease is naturally expressed in said cell. 

15 25, The method of claim 23, wherein said protease is not naturally expressed in said 
cell 

26. The method of claim 23, further comprising the step of adding an inhibitor of said 
protease. 

20 

27. The method of claim 23, wherein said linker is between 1 and 30 amino acid 
residues. 

28. The method of claim 23, wherein said cell is a mantmialian cell. 

25 

29. The method of claim 23, wherein said cell is a yeast cell. 

30. The method of claim 23, wherein said cell is an insect cell. 

30 31. The method of claim 23, wherein said destabilization domain comprises a 
ubiquitin homolog. 
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32. The method of claim 31, wherein said ubiquitin homolog comprises a mutation 
that prevents cleavage by a-NH-ubiquitin protein endoproteases, 

33. The method of claim 31, wherein said ubiquitin homolog comprises a mutation at 
5 glycine 76. 

34. The method of claim 23, wherein said protease is provided by transfecting said 
cell with an expression vector comprising a nucleic acid sequence encoding said 
protease. 

10 

35. The method of claim 34, wherein said expression vector further comprises an 
inducible promoter. 

36. The method of claim 34, wherein said expression vector is a retroviral expression 
15 vector. 

37. The method of claim 34, wherein said protease is a viral protease. 

38. A method of destabilizing a target protein in a cell, comprising; 

20 operatively coupling a target protein to a linear multimerized destabilization 

domain, wherein said linear multimerized destabilization domain is non- 
cleavable by a a-NH-ubiquitin protein endoproteases, and comprises at least 
two copies of a destabiUzation domain. 

25 39. The method of claim 38, wherein said destabihzation domain comprises a 
ubiquitin homolog. 

40. The method of claim 39, wherein said ubiquitin homolog comprises a mutation 
that prevents cleavage by a-NH-ubiquitin protein endoproteases. 

30 

41. The method of claim 39, wherein said ubiquitin homolog comprises a mutation at 
glycine 76. 
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42. The method of claim 38, wherein said protein of interest is fused in frame to said 
multimerized destabilization domain. 

5 43. The method of claim 38, wherein said protein of interest is non-covalently 
coupled to said multimerized ubiquitin fusion protein. 

44. The method of claim 38, wherein said cell is a mammalian cell. 

10 45. The method of claim 38, wherein said cell is a yeast cell. 

46. The method of claim 38, wherein said cell is an insect cell. 

47. The method of claim 38, wherein said cell is a plant cell. 

15 

48. The method of claim 38, wherein said target protein is coupled to said 
multimerized destabilization domain by a linker. 

49. The method of claim 48, wherein said linker is between 1 and 10 amino acid 
20 residues. 

50. A recombinant DNA molecule, comprising a nucleic acid sequence encoding for; 

a) a linear multimerized destabilization domain, wherein said 
linear multimerized destabilization domain is non-cleavable 

25 by a a-NH-ubiquitin protein endoproteases, and comprises 

at least two copies of a destabilization domain, 

b) a target protein, and 

c) a linker moiety that operatively couples said multimerized 
destabilization domain to said reporter moiety, 

30 wherein said linker is non-cleavable by a a-NH- 

ubiquitin protein endoproteases. 
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51. The method of claim 50, wherein said linker moiety comprises an enzyme 
modification site for an activity, and modification of said linker moiety by said 
activity modulates the coupling of said multimerized destabilization domain to 
said reporter moiety, thereby modulating the stability of said reporter moiety. 

5 

52. The method of claim 50, wherein said destabilization domain comprises a 
ubiquitin homolog. 

53. The method of claim 52, wherein said ubiquitin homolog comprises a mutation 
10 that prevents cleavage by a-NH-ubiquitin protein endoproteases, 

54. The method of claim 52, wherein said ubiquitin homolog comprises a mutation at 
glycine 76. 

15 55. A recombinant protein molecule, comprising an amino acid sequence encoding 
for; 

a) a linear multimerized destabilization domain, wherein said 
multimerized destabilization domain is non-cleavable by a 
a-NH-ubiquitin protein endoproteases, and comprises at 

20 least two copies of said destabilization domain, 

b) a target protein, and 

c) a linker moiety that operatively couples said multimerized 
destabilization domain to said reporter moiety, 

wherein said linker is non-cleavable by a a-NH- 
25 ubiquitin protein endoproteases. 

56. The method of claim 55, wherein said linker moiety comprises a recognition motif 
for an activity, and modification of said linker moiety by said activity modulates 
the coupling of said multimerized destabilization domain to said reporter moiety, 
30 thereby modulating the stability of said reporter moiety. 
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57. The method of claim 55, wherein said destabilization domain comprises a 
ubiquitin homolog. 

58. The method of claim 57, wherein said ubiquitin homolog comprises a mutation 
5 that prevents cleavage by a-NH-ubiquitin protein endoproteases. 

59. The method of claim 57, wherein said ubiquitin homolog comprises a mutation at 
glycine 76. 

10 60. A host cell, comprising a nucleic acid sequence encoding for; 

a) a linear multimerized destabilization domain, wherein said 
multimerized destabilization domain is non-cleavable by a 
a-NH-ubiquitin protein endoproteases, and comprises at 
least two copies of said destabilization domain, 

15 b) a target protein, and 

c) a linker moiety that operatively couples said multimerized 
destabilization domain to said reporter moiety, 

wherein said linker is non-cleavable by a a-NH- 
ubiquitin protein endoproteases. 

20 

61. The method of claim 60, wherein said destabilization domain comprises a 
ubiquitin homolog, 

62. The method of claim 61, wherein said ubiquitin homolog comprises a mutation 
25 that prevents cleavage by a-NH-ubiquitin protein endoproteases. 

63. The method of claim 61, wherein said ubiquitin homolog comprises a mutation at 
glycine 76. 

30 64. A transgenic animal, comprising a nucleic acid sequence encoding for; 

d) a linear multimerized destabilization domain, wherein said 
multimerized destabilization domain is non-cleavable by a 
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a-NH-ubiquitin protein endoproteases, and comprises at 
least two copies of said destabilization domain, 

e) a target protein, and 

f) a linker moiety that operatively couples said multimerized 
5 destabilization domain to said reporter moiety, 

wherein said linker is non-cleavable by a a-NH- 
ubiquitin protein endoproteases. 

65, The method of claim 64, wherein said destabilization domain comprises a 
10 ubiquitin homolog. 

66. The method of claim 65, wherein said ubiquitin homolog comprises a mutation 
that prevents cleavage by a-NH-ubiquitin protein endoproteases. 

15 67. The method of claim 65, wherein said ubiquitin homolog comprises a mutation at 
glycine 76. 

68. A transgenic plant, comprising a nucleic acid sequence encoding for; 

a) a linear multimerized destabilization domain, wherein said 
20 multimerized destabilization domain is non-cleavable by a 

a-NH-ubiquitin protein endoproteases, and comprises at 
least two copies of said destabilization domain, 

b) a target protein, and 

c) a linker moiety that operatively couples said multimerized 
25 destabilization domain to said reporter moiety, 

wherein said linker is non-cleavable by a a-NH- 
ubiquitin protein endoproteases. 

69. The method of claim 68, wherein said destabihzation domain comprises a 
30 ubiquitin homolog. 
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70. The method of claim 69, wherein said ubiquitin homolog comprises a mutation 
that prevents cleavage by a-NH-ubiquitin protein endoproteases. 

7L The method of claim 69, wherein said ubiquitin homolog comprises a mutation at 
glycine 76. 

72. A method for identifying a modulator of an activity, comprising; 

a) contacting a cell with a test chemical, wherein said cell comprises, 

i) at least one destabilization domain, wherein said destabilization 
domain is non-cleavable by a-NH-ubiquitin protein endoproteases, 

ii) a reporter moiety, and 

iii) a linker moiety that operatively couples said destabilization domain 
to said reporter moiety, 

wherein said linker moiety comprises a recognition motif for 
said activity and modification of said linker moiety by said activity 
modulates the coupling of said destabilization domain to said reporter 
moiety thereby modulating the stability of said reporter moiety, and 

wherein said linker moiety is non-cleavable by said a-NH- 
ubiquitin protein endoproteases, 

b) detecting said reporter moiety, or a product of said reporter moiety in the 
presence of said test chemical, and 

c) comparing said reporter moiety activity from step b) to the reporter moiety 
activity in a control cell in the absence of said test chemical. 

73. The method of claim 72, further comprising the step of contacting said cell with 
an activator of said activity prior to the addition said test chemical. 

74. The method of claim 72, further comprising the step of detecting the viability of 
said cell 
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75. The method of claim 72, wherein said activity is selected from the group 
consisting of a protease activity, a protein kinase activity and a phosphoprotein 
phosphatase activity. 

5 76. The method of claim 72, wherein said reporter moiety is selected from the group 
consisting of a naturally fluorescent protein homolog, a P-lactamase homolog, a 
P-galactosidase homolog, an alkaline phosphatase homolog, a CAT homolog, and 
a lucif erase homolog. 

10 77. A test chemical identified by any of the methods of claims 72, 73, 74, 75 or 76. 

78. A pharmaceutical composition comprising a test chemical identified by any one of 
the methods of claims 72, 73, 74, 75 or 76. 

15 79. The pharmaceutical composition of claim 78, further comprising a pharaceutically 
acceptable carrier. 

20 
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ABSTRACT 



5 METHODS OF PROTEIN DESTABILIZATION AND USES THEREOF 



This invention is directed towards methods of destabiUzing proteins in Uving cells, 
and their use for the development of novel assays. In one embodiment, the invention 

10 comprises the use of non-cleavable multimerized ubiquitin fusion proteins to 
destabilize a target protein, such as a reporter moiety. In one aspect of this method the 
constructs also comprises a linker that operatively couples the reporter moiety to the 
multimerized ubiquitin fusion protein. In this embodiment, enzymatic modification of 
the linker results in a modulation of the coupling of the reporter protein to the 

15 multimerized ubiquitin domains resulting in a change in the stability of the reporter 
moiety. The level of the reporter moiety in the cell can then be used as a measure of 
the enzymatic activity in the cell. In another embodiment the invention provides for a 
generalized way of coordinately regulating the cellular concentration of a plurality of 
target proteins. In one aspect of this method, the target proteins are operatively 

20 coupled to a ubiquitin fusion protein via a linker containing a protease cleavage site. 
Cleavage of the linker by a protease results in uncoupling of the target protein from 
the multimerized ubiquitin construct, and results in an increase in the stability and 
concentration of the target protein. 
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Figure 1 
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JAMES K. SAKAGUCHE 

<in6lSlS74l.l 
1036S1-990000 



Registration No, 41,734 
RegisiraUonNo. 38,347 
Registration No. 33,402 
Registration No. 37,643 
Registration No. 44,835 
RegistiationNo. 31,23S 
Registration No. 35,255 
Registration No. 30;29S 
Registration No. 41,234 
Registration No. 31,192 
Registration No, 40,625 
Registration No, 38322 
Registration No. 38,626 
Registration No. 27,774 
Registration No. 38,770 
Registration No. p45,452 
Registration No 41 ,285 



RECEIVED TIME FEB. 4. li:l6ftM 



02/04/00 11:16 FAX 619 404 6743 A 

' . - 619 404 6743 
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In re Application of: 

Application No.: 
Filed: Herewith 
Page 2 



PATENT 

Attorney Docket No.: AURO1330 



I hereby authorize and request mscttion of the application number of the 
Application when officially knowtu 



Direct all telephone calls to: 

LISAA.HAILE,PH,D, 
Telephone: (858) 677-1456 

Address all coixespondence to: 

LISAA.HAILE, 
GRAY GARY WARE & FREIDENRICH llp 
4365 Execirtive Drive, Suite 1600 
San Diego, C A 92121 




AURORA BIOSCIENCES CORPORATION 

a corporation of the state of Dela 



By: 
Name: 
Title: 
Date: 



JohnDJflendleln 



Senhtf^Rce President, imeliedual Proper^ 
£hief Knowledge Offlcar 



CFi\6I6674U 
103651-990000 



RECEIVED TIME FEE. 4. il:l6fin 



